(l2)*#ittaA^*tIlcsoa^T^la*+LfclalS^i)g| 



(43) ai^^MH 

2004 ^5 ^ 6 H (06.05.2004) 




PCX 



(10) mm<i^mm^ 
WO 2004/038018 Al 



(51) mmm'^^m'i ci2n 15/09, 

15/12, C07K 14/47, 16/18, C12N 1/15, 1/19, 1/21, 5/10, 
5/06, C12Q 1/02, GOIN 33/48, 33/53 



PCT/JP2003/013420 



2003 ^10 ^21 S (21.10.2003) 



B*fiS 



(21) imSttiliiS-^: 

(22) H^aiMB: 

(25) mmmm(Dmmi 

(26) SIRS^SHc7)Wig: 

(30) m^tm^-^i 

♦* in 2002-307573 

2002 ^10 ^ 22 B (22.10.2002) JP 

(71) ttiMAr*:ll^^<±TCDtiSIl^COl^Tj: X— <f 
^ **xC^?± (EISAI CO., LTD.) [JP/JP]; t 112-8088 M 
mIfBXmE /h^Jll4TS 6» 1 Tokyo (JP). 

(72) «B^#;i3cfet/ 

(75) ^BM^/\hmx (^miz-Di\x(D^)i ^:^m^ 

(MINAKI,Yasuko) [JP/JP]; =r 606-0806 ^ tP ^ 
ffim :£^^TI*®*fflri9-3 Kyoto (JP). 

Mi? :fet— (ONO,Yulchi) [JP/JP]; =r 567-0041 :k\R 
3?*Tti T II W 1-2-30-403 Osaka (JP). JK* ^1 IE 
(SAKAMOTO,Yoshimasa) [JP/JP]; T 615-0813 

m mam :&miEMssfflffln3»*6 ^42*:; kt^ 

- rL— 707 Kyoto (JP). 3£S (]MIZUHARA,Eri) 

[JP/JP]; =r 639-1054 * ^ H ^aSKUjTti *rfflT 305-7 
Naia (JP). Sb6 (NAKATANI,Tomoya) [JP/JP]; 



T600-8385 mtRJff SfBrti TffiE icta^Sm A 
5:tt*:Sfflr90 H^/N-r *>507 Kyoto (JP). iS# •!! 
(TAKAI,Yoshiiiii) [JP/JP] ; =r651-2102 ^J$!lttPr|i 
e IE ^111^012-5-73 Hyogo (JP). 

(74) ftS A: >f M< , ^(SHIMIZU,HatsushielaL); T 

300-0847 ± Mm mm 1-1-1 raao < e 

;U 6 PB Ibaraki (JP). 

(81) ti^H m 1^ ): AE, AG, AL, AM, AT, AU, AZ, BA, BB, 
EG, BR, BY, BZ, CA, CH, CN, CO, CR, CU, CZ, DE, DK, 
DM, DZ, EC, EE, EG, ES, FI, GB, GD, GE, GH, GM, HR, 
HU, ID, IL, IN, IS, JP, KE, KG, KR, KZ, LC, LK, LR, LS, 
LT, LU, LV, MA, MD, MG, MK, MN, MW, MX, MZ, NI, 
NO, NZ, OM, PG, PH, PL, PT, RO, RU, SC, SD, SE, SG, 
SK, SL, SY, TJ, TM, TN, TR, TT, TZ, UA, UG, US, UZ, 
VC, VN, YU, ZA, ZM, ZW. 

(84) ti^H (j£l«): ARIPO (GH, GM, KE, LS, MW, MZ, 
SD, SL, SZ, TZ, UG, ZM, ZW), ZL— ^ vT*#it (AM, 
AZ, BY, KG, KZ, MD, RU, TJ, TM), 3 — □ 
(AT, BE, BG, CII, CY, CZ, DE, DK, EE, ES, FI, FR, GB, 
GR, HU, IE, IT, LU, MC, NL, PT, RO, SE, SI, SK, TR), 
OAPI (BF, BJ, CF, CG, CI, CM, GA, GN, GQ, GW, 
ML, MR, NE, SN, TD, TG). 

2S:^=i- K&^/te(DlllSis^zoL^T^i. ^m^ntsH^ 



^ (54) Title: GENE EXPRESSED SPECIFICALLY IN DOPAMINE-PRODUCING NEURON PRECURSOR CELLS AFTER TER- 
MINATION OF DIVISION 



00 



00 



o 



(54) nmco^Wi iJ^fUffih^CD K-/^5>a^-^-P>Hu!EttlJ]&fc*#*Wfc|6aLTl>*ilfe^ 

(57) Abstract: A novel gene 65B13 which is expressed specifically and transiently in dopamine-producing neuron precursor cells 
immediately after the termination of division. Using the expression of the above 65B13 in cells as an indication, it becomes pos- 
sible to select cells appropriate for transplantation therapy for neurodegenerative diseases including Parkinson' s disease form the 
viewpoints of safety, survival rate and network formaiton. 
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mmm 

5 i&m^m 

10 

15 (PD) fpmmn(D >m^:=-=L—v2>(Dmm&o-f3:mM-^'^mmxm^^m 

#:^^m©#^^tt5^a,-e 2b ^(HARRISON' S PRINCIPLES OF INTERNAL MEDICINE 
^2#II23IS, Isselbacher et al.li, McGraw-Hill Inc., NY (1994) pp.227 
5_7)„ ^mmtVXU. jg^$n^H-AS>«©^£T^1i-5fcJ6tCL-D0PA(3, 

4->^t }^a^zyya:.:=^JVr'^:=-»^mn^-¥-r^:^m^^^ii^xmDnx^^^^^. 

^^e.nTVi^Oltffl#fFM 5690927-^; Spencer et al. (1992) N. Engl. J. Me 
d. 327: 1541-8; Freed et al. (1992) N.Engl. J. Med. 327: 1549-55; Widner 
25 et al. (1992) N. Engl. J. Med. 327: 1556-63; Kordower et al. (1995) N. En 
gl. J. Med. 332: 1118-24; Defer et al. (1996) Brain 119: 41-50; Lopez-Loz 
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ano et al. (1997) Transp. Proc. 29: 977-80) <. bj&^b, m^(Dh^^. ^(ry)5 

i^a® (Rosens tain (1995) Exp. Neurol. 33: 106; Turner 

et al. (1993) Neurosurg. 33: 1031-7) t^t-^ 
^^^^fj:^;itt)tJg|&(Lopez-Lozano et al. (1997) Transp. Proc. 29: 977-80; 
5 Widner and Brudin (1988) Brain Res. Rev. 13: 287-324). m^mmm^U 
j;t9fe)!BMf^Mt-^t-'efe#l^TV^§:^8e)(7)^#^ODi£$(Rosenstein (1995) Exp. 

Neurol. 33: 106)#©m^7d:®TFp1M;0^^^^M$nTl^§o 

tJ^^4'M)jM=^fflV^-g.^r*^*>iS^$nTV^^(^J;^J^. 10-508487 -^^#S; 

10 ijf^sp 10-508488 ^^#;#^¥ 10-509034 -^d^|g#M) o ;i©:&^lc43l/^T{i. 

^flg^® jioD^M (MHc ^ ^ X I mm ^esc^T § mmmm^>^'^ t.-^n 

^^WMt-^^^feM^$nTV^^(#^¥ 11-509170 ^<£^#;ilt^¥ 11-501818 
-^^f^iSelavry and Cameron (1993) Cell Transplant 2: 123-9), WSiffl''^ vf- 
f^Mm.^. •fi&A©#it. #Mn>^> RCXM^JfilA^>^^^^^MW^t#§ 

iaJi&^bTJ*. ^^^(Lindvall et al. (1989) Arch. Neurol. 46: 615-31 ; Wi 
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dner et al. (1992) N. Engl. J. Med. 327: 1556-63). t bB^J^tt^**©^^ 
ih^JV^-i >m^^ 8-509215 ^^jkm. ; 11-506930 ; 2002-522 

070 -%^^). m2Zmm(DyH^^m^}^ hnrL-n>(#S¥ 9-5050554^^^). 

-:x-n >$^J^m(#^¥ 11-509729 Wjkmd. ym(D:fy^u-)Vr ^ 

-TlHflgC^^ 2002-504503 2002-513545 ^^^)^:^>t#tf &n^c 

2002-51775 ■^^^)^^^Ji^$nTVi§o ^^m^i'o) 
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^ij7Xct3fliM#J<h##J©RNA ^fflViT-tJ-t/b^^^e/g >?S(N-RDA: representation 
5 al difference analysis i*;RDA ?*(Listsyn NA (1995) Trends Genet. 11:303-7) 

mkWih-(Dm(Di^-it:^m^zs^:f:^h'^^>'B>m #02001-18475 
(D±mim^ RACE mzj^^^^htci^^. 2 •^(Drji'^^'r^ ^r-ivy-^c-h. 

10 ^^^#e>n, 65B13-a W^65B13-b ^:^#ttfco (D;^SIH>^J^S3^J#-^: 

^@H^J#-^ : 3 4 ^: L-Tte^f ^ (0 1~4) o 

^©^^t. Will^:fett^iimx'-:^7-l?^^ Ki67 ■BOSimi^'-'^-'^^^ N 
15 CAM a:Jt^b;^5^^#e.nfc^^Aa'-»&^ 5^ 65B13 J^^^f^Jhfi^^W^Mm 

:g^nj.-n>(5DT—:*J—®e^Ta5§5^a>'>tiFP4^^^—^f (tyrosine hyd 
roxy 1 ase : TH) t Jtge bfe «h 21 5 W-M:^!^^©^^^^:^^'^^^^-^ b 
D , 65B1 3 ^w^\%'?mw^U^(r> Y—n^ yM^^^L— D >to®M 

■^fzL. in situ7W>^U:$^-rif->'3>©S^«> irt 65B13 ii^^fflV^^^^ 

^-etCckDm^tt^nrc (His) o $e>ic, tn;65Bi3*T:#^ffl^^fe:7u— y--^ h 

;<hU-tca;D 65B13^^^1BM(D^ffl^^^e^l-i»'»t-^:iiJ&^-??^fe (0 14) » 
±.izi!(D|§^;0^e>. tii65Bi3tft#^fflv^^2i<hlcJ:D> 4'M#JM^*:^f* ^ 
25 y/ro-r:$^'(t;BI#bfeF-A°5>;^^r:rL-D>^^tyJt«i§*fi:^^^. 65B13^^ 
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^:;&^nJtgi:;^j:^ (0 12) o 

[1] ^i¥±W.^^(D D >tu.®«f-#Me^l-^iat'§ 65B 

1 3 ^ U ^y^^ F . Sfctt^(DtiT:0 Wit^n- H-r ^OT® (1) ~ (4) 

(1) @B^J#^:l (D mH)^^ 22S0mU(Omm. ^b<^li5»^:2 ® 127 # 

20 m-'B 2079 #@ ©m»^^tyi^m@B^j> "^rcummmMmizmnmt^.^ 

m 

(2) @H^j#^ : 3 ^ b < « 4 iBm® T 5 / MSB^J ^ - ]^'t^wmmn. ^ 

(4)@Bm^:3 *fe«4tBmOT^y^lH^Jfc^V:>T 1 ^b<f«P:<HcDT 
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(5) ±sB(i) (DmmzMi^x7> h u >i^:c > hfj:^#TT?;\-r XT^ 

5 [2] [l]|Hm(D5^U^^l/^5^1^^^?:^^^^-^ 

[3] [1] U 5? ^ U:t^ }^^rc}t [2] BBm®^^^ i5^- ^^trit^iijia. 

[4] [1] wBm©# U ^ ^ V-^t^ F J; D :3 - F $ ns^i^ U 

[7] [5]fBm(D5j^U ^:7°^ FSlf>t^3- FT^^ ^ H^, 

[10] [8] ^fet^ [9] tBm<^>&?*lC J; DB*^^nfc^^#ihEm© b'-A'^ >m± 
20 [11] ^ig^n^-n ^M^iiMJltSfl^jtei^Jt^^HuM^^ e> h*-/^ 

^nin'^^ti:^^. mmz 
25 [12] }^m^mmtvr:ix^v-=:.>^^^x$>^. mmm(Dmmmm\ztii^. 
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/^^ >:g^n^-o >MigMic#^wtc^^f a 65B13 m ^y"^ F sn- H 
mmm^'Aim ii^rs 2)<D m 7f)^?> 22^0 mmcDmM. ^v<\tmn^^:2 

mmmA)m(Dmm^rz\tMmM-fy^^t^^M^^>^mi^. dna, cdna, ^va dna. 

i-^^;VT^V>->'. i-^5^;i/yy-r i-^5^;i/^^Ty 
20 i-^5^;w/>'>> 2.2-:^^^;vi^Ty 2-^^)vr^yzyy. 2-^9-)V^ 

;i/^^Ty'». 5-p^^;vTsy ;^9^;v^7Ui^>, s-p^ b4^->T5/p^5";i/-2-9^^ 

25 ;l/5^:t-N6-<y^>^^;i/T^V>'>'. N-((9-i8-D-U S>;V-2-;'^5^;i/U 
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^jy^ u N- ( (9- /3 -D- u 31^:7 ^ y ->;i/ >^u )V) ;wt^-f 

^ 1^ 3-(3-y s y-3-:j!j;v3i^^5^y n tf ;w ^ u i^>#^i^j>^J^;ici:CT^ty# 

X. ^^^^(D«Vi^i:7l/:t5^FSB^JSB^b> f^thi-^^lt?J?^^X^§ (Grantham 
et al. (1981) Nucleic Acids Res. 9: 43-74) o if%m<Di^^) ^i'V^^m'^ 
fc. i3^J#^:3^fcti4|B«a)T5ymiH^Jl-*5ViT, 5/^^:^;HB^J§P^«'^^< 

n>MmmMe^l;i^^t-^ 65B13 53^U -<^y°^ ^fc^^^<DKJmWit=gr 
@B^j#-^:3^b<J*4 0DT^/Mm^Jfc43ViT 1 ^b<{im^M® 
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(D7i^U^:/5^^ <i:lnlDfe^#«)Stt)?'^il^^n^J^tt*^^"^^^(Mark et al. 
(1984) Proc. Natl. Acad. Sci. USA 81: 5662-6; Zolier and Smith (1982) Nuc 
leic Acids Res. 10: 6487-500; Wang et al. (1984) Science 224: 1431-3; Dal 
badie-McFarland et al. (1982) Proc. Natl. Acad. Sci. USA 79: 6409-13)o 

10 ^^ib$i±^ii^:-r^^c r^jm(D'\^mt. m^\t. #&i4T^ym(Aia, iie. 

Leu, Met, Phe, Pro, Trp, Val). #^mi4T ^ / M (Asn, Cys, Gin, Gly, Ser, 
Thr, Tyr). MttT^y^(Asp, Glu). ItSttT^ ^ M(Arg. His, Lys), 
$y^(Ala, Asn, Cys, Gin. Gly, lie. Leu, Met, Phe, Pro, Ser, Thr, Trp, T 
yr, Val). mMTSym(Ala. Gly). :^^T^ym(Ile, Leu. Val). bHn^ 
15 zyy^/miSer, Thr). FMT^ / ^(Gln, Asn), ^iKT5ym(Cys, Met). 
^#;(^r^/M(His, Phe. Trp, Tyr). m^M^T^yMims, Trp). -T^^M 
(Pro, 4nyD)m\Z^m'f^^tf)^'^^^o 't'Tfe. Ala. Val. len l^ZS lie <Df^. 
SerS:r;^^Thr ODF^I. ks^ l^ZS Gin (Dm. AsnWGln^r^l. Lys Rr)? Arg or^. Phe 

TMolecular Cloning. A Laboratory Manual 2""' ed.j (Cold Spring 
25 Harbor Press (1989)). rcurrent Protocols in Molecular BiologyJ (John Wi 
ley & Sons (1987-1997) ;#fc Sections. 1-8. 5). Hashimoto-Go to et al. (1995) 
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Gene 152: 271-5. Kunkel (1985) Proc. Natl. Acad. Sci. USA 82: 488-92, Kr 
amer and Fritz (1987) Method. Enzymol. 154: 350-67, Kunkel (1988) Method. 
Enzymol. 85: 2763-6 ^lcSa«(^^^#M6?J^MM^fe^®:^^t-^^oTaiMT 

n>mmmm\zmmmiz.mm'r^ 65Bi3:^u^:/5^b% *feti^otn:iH4iffjt& 

iH^iJ#-^:l (D 177/?;^ 2280 ^V<\tU^m^:2 (D 12 

2079 mB<Dm.^^^tsmmMn^rc\tmmm&Mzmmt^.Mm\zM 

^ 65B13(3DT-rV>':t-A30^^#&nXV^^}0^\ ^©^l&lCfeT;i/^:^5"'<:^T 

U 5? ^ iB^J#-^: 1 (D 111 f)^ & 2280 #@ ©;^»> *;^J^I5^J#^: 

15 2 (D mmmt^^ 2079#@CDmS&^t^MMIHm^e>?5:^>i^U^^l/:^5^F^y 

X, ^yh. ^•t^^^. AAX^-, nyhU, >^i5'. ^^^^ ti^y-^^wSi 
tl© cDNA ^-r y ^ U ":5:t)^^<^rV i:. ^-^ v'"'^ U - i:;O^^T^§o cDNA ^ 

20 -f :/^U— cC>f^J^:)^^lC':?ViTJ^, ITMolecular cloning, a Laboratory Manual 
2»'' ed.Jl (Cold Spring Harbor Press (1989)) ^#3^-^^ CI ^::^^T#^o ^fc. Tjj 
IRCD cDNA ^-r >'*^ U-SL?^^<irVA^-r:7^^U-=^fflV^Tfei;</^o 

u^^\^^mm'r^mm. m^^ tmmf}^^^r::^-:^>B.m't-mchumn et ai. 

25 (1979) Biochemistry 18: 5294-9), AGPC ^^(Chomczynski and Sacchi (1987) A 
nal. Biochem. 162: 156-9)^(75^^©^^lCj: D^RNA ^ii®L, mRNA Purific 
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at ion Kit(Pharmacia)^^ffl</^T]iiRNA^»S*r^o QuickPrep mRNA Purificatio 
nKit (Pharmacia) (Z) <fc a J^, E^mRNA ^giM-r^i^ie)(^)^>y h ^f'Jffl bTt>i: 
V^o mz^BtircmmMb^^m^^mm^m^^Xcdm^'^^-r^o AMV Reverse? 
ranscriptase First-strand cDNA Synthesis Ki t (^>ft:^X^) ©ct "5 cDNA-^^ 

5 (DTc^cD^y h-^-^m-^nxi^^^o ^(Dm(D:B&hvx. cmkuvcRmmiyrz 

5' -RACE?*(Frohinan et al. (1988) Proc. Natl. Acad. Sci. USA 85: 8998-900 
2; Belyavsky et al. (1989) Nucleic Acids Res. 17: 2919-32) (^ck D'g-^> R 

xsmm^'^x^^^^ ifes^osv^cDNA^-r >'*-^u-^ftiit"^fese)tc. 

::rU::f^^^y:/?*(Maruyaiiia and Sugano (1994) Gene 138: 171-4; Suzuki (199 
10 7) Gene 200: UQ-bQ)m(D^Am(D^^^nm-t^^t%X^^o ±m.<D^Z>\Zh 

2^^B^lC:felt^/W>^Ui5^'rif-i^3>^#ibT«, -0^1;^}^ r2XSSC. 0.1% 

SDS. 50t:j , r2xssc> o.i%sds. 42t:j , rixssc, o.i%sds> 37°cj , 

XhU >e^3i>h:^j:^#ibTti. mX\t r2XSSC. 0.1%SDS> 65T:j , ro.5x 
15 SSC. 0.1%SDS. 42^:] > ro.2XSSC. 0.1%SDS, 65'CJ ^(D^^^m^f ^ ^ i^ti^ 
T^^o J;DI¥lffll-^i^ Rapid-hyb buffer(Amersham Life Science) ^fflVife:^?^ 

tvx. 68t:T30^eA±yww:/U^'<if->'a>^ff-o;fe^. y°u-:f^m 

t\iVximm&.±Qsx:\z^^xM^^jyvmm.-^^> ^©m, 2xssc> o.i%s 

dS^. ^UX20^(D^B^^ms IXSSC. O.l^SDSt", 37T:-e 20 3 
20 IXSSC, 0.1%SDS4'. 50t:7?20^©^5fe#^2|lIfT-5ili:fe#X-e) 

n^o ^(Dm. f!l;^«Expresshyb Hybridization Solution (CLONTECH) 4'^ 55^: 
7r 30^e/.-byi/A'f r/U^'-Tif—v^a^^ffVi. ^il7°P— :/^^iPb. 37-5 

5'CTmKjej^-h-r>'=^^3.^-hb. 2xssc. o.i%sDS'f. m.ux 20 ^(Dm^^ 

BUI, IXSSC. 0.1%SDS4', 37"C7! 20^<Dl5fe#-^ 1 mfr-S C:^ife"r#^o ^l^l^. 
25 mPiU. :/WW:/Uir'fif-v'a>. /W:/Ui5^^'fif-V3>-^2SacD^$fei^ 
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;\^^^)^'''i^~-zy3>ili:(DWMt^^M\z-^h^X\t.. FMolecular Cloning, A 
Laboratory Manual 2"'' ed.j (Cold Spring Harbor Press (1989) Sect ion9. 
47-9.58) ^ rcurrent Protocols in Molecular BiologyJ (John Wiley & Sons 
10 (1987-1997) SectionG. 3-6.4), TDNA Cloning 1 : Core Techniques, A Pra 
ctical Approach 2"'' ed.J (Oxford University (im) ;^mz.-:Dh^XUm\^Sect 

ion2. 10) m^^m-r^ - ti)tx^^o a-t y-c xr^-^ ^j^^ v:^^ f ^: u 

Xn.. @3^J#-^:1 O) UliP'^ 2280 #@(7);^S. ^:fetM^iJ#-^:2 © 127#@/&> 
6, 2079 #l<DmK^^eMmiB^Jt^MbXi>7S:<^fe 50%iy._h> $f^b<^i7 

15 o%> $e,(c$f^b<ti8o%> j:D-M$f*b<j^9o%(^?ij^t^. 95%£^Ji. $ e> 

99%) ©pj-f^^Wf ^^^SB^'J^^tJ'i^U ^ ^ 1/^^ Fz&^^^l'f &n^o in 
cDcfc^^H— 14JS> BLAST T;V:^UXA(Altschul (1990) Proc. Natl. Acad. Sc 
i. USA 87: 2264-8; Karl in and Altschul (1993) Proc. Natl. Acad. Sci. USA 
90: ^m-l)\Z^^xm.%'^^^t.ffiX^^o ;i©T;Vd'UXA(-»-:5V^;fe-7°P^^ 
20 ^A^:UT, T5/m@B^Jl-^ViT©|S|— ft^^^T^:/D^^AtbTt^BLAS 
TX, 5? ^ 1/ H IB^J i:^::? V^T J* BLASTN (Altschul et al. (1990) J. Mol. Biol. 

215: m-\G)miflm^-^nx^ri^ :^mn(Dun\zM^xm.m'r^^t.fflx^^o 

mW^^f3M^-^WiZ.^^^xn.. mXU. ht tp ://ww¥. ncbi . nlm. nih. gov. 

-^^^Z-hifiX"^^. 

25 ^(D^. 3t'iS^iilSS^§(PCR) (Current Protocols in Molecular Biology, Joh 
n Wiley & Sons (1987) Section 6. 1-6.4) fCckO, 65B13 ©T-f V ^'r^— A-^T 
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cDNA ^-r u —-ms^ J h.=y^ u —is^ e>#^ ^ iifflr^^^. 

5 BLAST i^-^®^^. im'^m^'O^^^^n^oy^^V-^^YUmzM 

bT 84%(3D|^-^tt^W^^ 3^CDatg^H.3(Dt hSE^J (GenBank Accession No. : 

XM_048304, AL136654,BC007312;#>(^l^:t5^FiB^J&ia^J#-^:5> 7, 9, ^fe^ 

-r§) J*. ^«^7X 65B13 JcMf b23N^D^T25^^:#;^&n§o ^KOJc-^:^ 

IC^f AL136654 i:@B^fJ#^ : 9 XZJ^^t BC007312 (D 2 cDNA if JtT^ D . t> 5 
— ^(DiH^J## : 5 \Z.7kt XM_048304 <>^V hMMfS^ ^=^m^tvk. mRNA @B^J ^: 
15 ^XhtXlt.. Z.tlh(0'^mWmz.\t^ 2^^0J(D65B13 tSl^lHlD>^^^O0RF>^^ 
abD, ^li^ni^T^y^SH^J© 65B13 ffij^ 84%-e^-o feo 

a:^— >- 3 (Sanger et al. (1977) Proc. Natl. Acad. Sci. USA 74: 5463) 



wo 2004/038018 



PCT/JP2003/013420 



- 1 4 - 

M i5^-r x-r u ^ i/^r^^ h ©^-^^iiRHio^^feT^^t-^ ^ t.tfix^ 

10 :7°a-:/i:bX^ffli-^«^{^{^ 15-100, $?^b< « 15~35®© 

iP-/^<a:fel5, ^ff^b<t*30i®®:^»J;D:P^^nTViS^^:^>t^^bVio ^ 

25 &t(D/\^y^V y ]^mmz^^^^mm. RNA h(D/\-i^V y 
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«'^^(5D^Mi^^J! H2^^'fb##li. ^M-ftl^lWIA. pp. 319-347 (1993))c 

10 2^^0J(Dp<ii7l/:^-^FIItc#^n§T>5^-t>Xl^mt^> ±K!i«»(l)~(ll)©H 

^ir^XMm-hbTfi, /J>;^ci:<<h'bl5bpi^J^±:. $F*b< « lOObp i^/.±, $e>lc$f 
^U<«500bpe;l±Ta&Da^ 3000bpeJlP*g, ^tf^b<(^ 2000bp£AF*g. 
L.<« 1000bpi^J^I^©MS^^b. M6^jl{5^©^^:gtl©ffiltlI^-^bT$F^b 
20 <«90%e)^±. j;D$f^b<t^95%J^;^Ji|wI— T^Sc ::®ct-5/^J;T>^-fe:>X^ 
2^^Hj©5j^U5?^l/:t^F^*l;i^ 3}s7>5i^n5^:t^—b^ (Stein (1988) N 
ucleic Acids Res. 16: 3209-21) ^{C J; DSiS^T^ il^:^^^'e^^c 

U5}^tf-rAa:t^. RNA^a^K^S:$^'^t-^MiK(^f^l^'e^t). :;'c^<^—:^U# 
lf-r A (large ribozyffie)S:tKX^— iVU^i^lf-l' A(small liboyme) tc^^-^^tl^o 
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^;l/'-:7'I -l'>hP>RNA. (2)iBX>'°^-f >^>i^^^UT^y hSB^^^— ^ 
Pg^jiSTfTa ifJV—y' 1 1 -r > > RNA. Rt)^(3) iP7jC:$i'^-K^&i- ^ ^ tRNA tuSK 

5 X^-;PU#if^A«. Jt^6g/h$75:1i3tm^(40bp@S)Ta5D, RNA 

ifbT, 5' -fcFn^>';i/»^:2' -3' ^^l^U >m^^D$ii:^o X^-;VU:ii^ 
if-<Al;:lS> A>N'— HMCKoizuini et al. (1988) FEES Lett. 228: 225). 
^Ttf^MCBuzayan (1986) Nature 323: 349; Kikuchi and Sasaki (1992) Nucl 
eic Acids Res. 19: 6751; ^:H]fe^(1992)ft:#t^% 30: 112)#OU 4?if-r Ay?>^ 

L.T^ir-r^A>'x'— HMU^i^lf^ ASf^^il^iT&^^T^S (Koizumi et al. 
(1988) FEES Lett. 228: 225; /hmmj^n±m^'r(mO)mmMWMmm i^: 21 
15 91; Koizumi et al. (1989) Nucleic Acids Res. 17: 7059)o ^r\d>m(DV^ 
^-(A\Z^^>X^. <ik^(D:^mz1^^xmWi. mmf)^'^MX^^ (Kikuchi and Sa 
saki (1992) Nucleic Acids Res. 19: 6751; mmWim2)it^t^m 30: 112)o 

-r ^fetl naked DNA iibT ex vivo^^Tc^t in vivomiz^ 0« 

25 
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5 — , ^^^/7:$^—#®ffi^®^^i$7—/&^^^tl^ (Molecular CI 
onlng, A Laboratory Manual 2"" ed.. Cold Spring Harbor Press (1989); Curre 
nt Protocols in Molecular Biology, John Wiley & Sons (1987))o ^^bV^^ 

(TAA, TAG -^mX TGA) (Z)»A€rff o T ck V^o 



wo 2004/038018 



PCT/JP2003/013420 



- 1 8 - 

m^'^t^iZ.T^^u^—'^—hVXn?^. araBCBetter et al. (1988) Science 2 
40: 1041-3), lacZCWard et al. (1989) Nature 341: 544-6; Ward et al. (199 
2) FASEB J. 6: 2422-7), trp, tac, trcdac tip (DS!ll'a)^©:7°0^— iJ'— 
^tfe»n^c *:^> trpAS5fe> yT-z^^^> rrnB U Ji^V-^;VRNA i^iJ'-S 

15 ^It^Sfi^^t-^^-^, pelB>'^^:^;^iB^J(Lei et al. (1987) J. Bacteriol. 1 
69: 4379)^^fflT^il^:/&^^~e^§o -^ll^^^; M13l^^^:$'-. P 
BR322, pCR-Script. pGEX-5X-l (Pharmacia), pEGFP, pBluescript (Stratagene), 
pETdnvi trogen; Jl(J!):^'er©ilS^m7 >i?U ^ ^-if ^^iiL-TV^^ BL21 

20 bfflOD^iJ7i5'— ibTJ^, pGEM-T, pDIRECT, pT7^^ry^T^^. 

<t bTti, ;wi/XM<D*)Od^^tf e>n, pUBil0 5^> 

pcl94l^©^i7^— ;0^'^y^$n^o ^r^^m^\Z. PPL608, PKTH50 

^^^tf-g) eiihl^^lf^^o ^{Z)'ftfe, Pseadomonas putida^ Pseudomonas cepacia 
H^:^XM. BrevibacteriuM lactofermentam^(D^V\f:n^'r^)'0 
25 AM(pAJ43(Gene 39: 281 (1985))#), Corynebacterium glutamicujnm(D:2^) :^ 
;t/7 ^gi^ AS (pCSll(#MBS 57-1 83799 pCBlOKMol. Gen. Genet. 196: 
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175 (1984))#)> X hl/:7°hn^:;:3!7XM(pHV1301(FEMS Microbiol. Lett. 26: 2 
39 (1985)). pGKKAppl. Environ. Microbiol. 50: 94 (1985))#). h/^^ 
;i/XM(pAMi31(J. Bacteiol. 137: 614 (1979))^). Rhodococcus rbodocbrous 
^o^n Hn^y^XMU. Gen. Microbiol. 138: 1003 (1992)). Streptomyces liv 
5 idans. Streptomyces virginiaemo X hl/T" h'^-r-feXjR(Genetic Manipulat 
ion of Streptomyces: A Laboratory Manual, Hopwood et al., Cold Spring Har 
bor Laboratories (1985)#M;pIJ486 (Mol. Gen. Genet. 203: 468-78 (1986)). 
pKC1064(Gene 103: 97-9 (1991)). pUWL-KS(Gene 165: 149-50 (1995))) ©Ifflffi^ 

v"^A^*(Mandel and Higa (1970) J. Mol. Biol. 53: 158-62; HAnahan (1983) 

J. Mol. Biol. 166: 557-80). jLVi7 vi^v-iy Bymm^wkmr^^-t.i^^'^^^ 

T^^. Pichia Expression Kit (Invitrogen). pNVlK SP-QOl ^}^?^^#iJ*'r^^o 
##-efiJfflpJtE/^^^i5'"l-MbTJ*. Adv. Biochem. Eng. 43: 75-102 (1990). 
Yeast 8: 423-88 (1992)^JC#^$nTl/^^o ^K^^WmzU.. Saccbaroinyces c 
20 ereF/5/ae^CD+hy:^7D's'^irXJPlT'«. YRp YEp^. YCp 1^. mSll^^^ 

-fe^^-^itT^^-O^^^l/— >3>'^^i5'-(EP537456^)/5?t#ffiT^§o ^(D 
ffi. Klayveromyces Iactis^(D^ ^W^^^TsM"^^^^ S. cerevisiae^^l 
um^^^^—. pKDim^^^^-a. Bacteriol. 145: 382-90 (1981)). pGKll 
25 *5t5^^i57-. i^^^^n'7'l'-feXg#itmjt^^KARS^^^:$^-#. i/^lJ-^y 
^DV-r-kXST«. Mol. Cell. Biol. 6: 80 {\^%%)\Z.Um(D^^ pAUR22 
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4(SS]a)> 5^d'tf-^y;?JP'^-<irX"e^* pSB3(Nucleic Acids Res. 13: 4267 (198 
5))S5fe^^7^— ^ Picbia angasta. Picbia pastoris^(D\f.^TW(i\'^"iQ^^i T'- 
431-43 (1991). Mol. Cell. Biol. 5: 3376 (1985), Nucleic Acids Res. 15: 3 
859 {\^%1)^(D'XWMWL(D^'^ Candida maltosa. C. albicans. C. tropical 

5 is. c.utilis mo^^y^^^M^^t. mm^ s-nsno -^^^iBmcD^^^-, 

^tc C.maltosa^^<D mikgxi. Biol. Chem. 51: 1587 (1987)) ^fUfflbfc^^^ 

Aspergillus niger. A. oryzaem<Dr7.^)V^}V7.m,^\'t. Trends in Bio 
technology 7: 283-7 (1989)|B«(D^^^iS^-. b U 

— if ]S'e^*5fe7'P^—i5^— (Bio/Technology 7: 596-603 (1989)) ^fUffl b:^^ 

10 ^^-mm-^'^^o 

n^-^— (Kaufman et al. (1989) Mol. Cell. Biol. 9: 946). CAG:7'D^— 3^ 

— (Niwa et al. (1991) Gene 108: 193-200), CMV immediate early :/n^—^ 

— (Seed and Aruffo (1987) Proc. Natl. Acad. Sci. USA 84: 3365-9), EFla:/ 
15 n^— (Mizushima et al. (1990) Nucleic Acids Res. 18: 5322; Kim et al. 

(1990) Gene 91: 217-23), HSV TK:7°n^-37", SRa 7°n^:-^- (Takebe et 
al. (1988) Mol. Cell. Biol. 8: 466), SV40 :7''D^:—iS^— (Mulligan et al. 

(1979) Nature 277: 108), SV40 early >''a^—^— (Genetic Engineering Vol. 

3, Williamson ed. , Academic Press (1982) pp.83-141), SV40 late:/D^— 
20 — (Gheysen and Fiers (1982) J. Mol. Appl. Genet. 1: 385-94), RSV('^^X^ 

M'^'1';PX)-LTR :/D^— ^— (Cullen (1987) Methods Enzymol. 152: 684-704), 

MMLV-LTR:/a^— CMVX>A>tl— , SY40 X^A^+I— , -BOS^^uMy^ 

^XfSbfc CHO ^^t^tb, ^(DXm^^^ DHFRm^^^^-r^ PCHOI mcD^^ 
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t^-^mm ^ h h l/^ir- h (MIX) D n tf-^^iii|§$^^ 21 ,J::^t7?^^o 
bT. T5y^Un->h'}>^>X>'x^-if(APH)> if(TK). 

>'5^>^7'Tn>3J^X3^^IJ7i^v;I/^^>Xy'x^— if (Ecogpt). Hn^MMjc 

Okayama-Berg 05^3^^ ^i^'—pcDYl (Pharmacia). pCDM8 (Nature 329: 840-2 
10 (1987)). pRc/CMV. pcDNAU pcDNA3(Invitrogen) , pSPORTl (GIBCO BRL) . pSV2dhf 
r(Mol. Cell. Biol. 1: 854-64 (1981)). pEF-BOS (Nucleic Acids Res. 18: 5322 

(1990)). pCEP4(Invitrogen). pMAM. pDR2. pBK-RSV, pBK-CMV. pOPRSV. pOPlS, 
pME18S(Mol. Cell. Biol. 8: 466-72 (1988))^:^^^^^T^^o 

15 M&y.U^m(DTv^y^'i )V7.^-^^—. pZIPneo #<Dl/ b D'j7^;i'X^^^i5'-5&^# 

tfen^o ^i7^-u.r^/tf-()V7.m. xi/^ h^i/->'3>(«^^?L)?*(cy 

totechnology 3: 133 (1990)). :*5^:^X-/i7 U>j^V'-A^(;^J^:tX^;;i7 U^V 
-ADOTAP(Boehringer Mannheim)^). iE«^t#U •7-J:iJ:^SA^. 
U5}^y— A (electrostatic type liposome)?*. F*g^MU #V— A (internal type 
20 liposome) ^S. n—'r-(^)\^'^>^m^^^^^> U#y-A^. 'J^i^^ai^v'a 
XProc. Natl. Acad. Sci. USA 84: 7413 (1987)). ^)ymfi)V^y^h>m(mWi^ 
2-227075). V'^y'^-it^m.&^mxm. DEAE^^^Xh^ 

)V7.-^)i^v-j^mmmmmm.^ mB.'^^m<omwm^ ^±%h(i9 
m)\mmmmm.^mi^'f'Mx&.mmMmmMm^±^(xm)', j. cnn. inve 

25 St. 93: 1458-64 (1994); Am. J. Physiol. 271: R1212-20 (1996); Molecular M 
edicine 30: 1440-8 (1993); mmM^ 12: 1822-6 (1994); Mfim^^M^^ 42: 



wo 2004/038018 



PCT/JP2003/013420 



- 2.2 - 

1806-13 (1997); Circulation 92(Suppl. II) : 479-82 (1995))> naked-DNA (D|t 

5 X. ^^j^^-iJVT.. ^;^^x'i7-r;px, i/>^':7^;vx. y^v::iT'^-<;vx 

10 ^5^— <i:b. Spodoptera IragiperdaMM. "^fcU Trichoplusia larvae'MM^'V 

m.^X<mB.X'0^ }Vy^t)^M^'^n. m^y-OVT.Km^Vrc spodoptera tmgipe 
15 /^/a ^tz.U Trichoplusia 7a™^©«4'l?@e^^:-r^#U^:/^F^^^ii^ 
n-S (Smith (1983) J. Virol. 46: 584; Engelhard (1994) Proc. Natl. Acad. S 
ci. USA 91: 3224-7)o ^<Dm. Sm«*5fe<^^^^^^-'^ l^^^ Bac-to-BAC 
baculovirus expression system(Bigco BRL). pBacPAKB ^fe^^T^^o 

(Current Protocols in Molecular Biology, John Wiley & Sons 
25 (1987) Section 11.4-11.11; Molecular Cloning, A Laboratory Manual 2"" ed.. 
Cold Spring Harbor Press (1989) Section 5.61-5.63)o 
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n^o :^^m(Di^ ' ) ^y"^ Y (DUM^U. in vitro 'BtXS in vivo (DM^^ii^^X 

5 e>n-&o :$immo:>m^\zu. -^mm. mm. Mmm. *t^. Mm. mm. m^m. 

*fflm=?t^.hUTJi. E.coiiimm, DH5a, HBlOl, XLlBlue)> Serratia marces 
cens. Bacillus sabtilism. Xv-aiUS^TM. X M/>^b 3 -/:^3XM. 7.37:7 

15 MWB^^zn.. Wnm'CDM'^M. m^^^iNlcotlana tabacuamMmM). B 

^{Yuvy^y^i. x^i^n F:/^"^ sf9. sf2K Tn5), ^M. n±miry^)^ 

>y^;^fx;i'0©iajia(VaIle et al. (1981) Nature 291: 358-40)), A^^, 
Bi?L^(CHO(J. Exp. Med. 108: 945 (1995); tfT?^ DHFR)ie^^ti clhfr-CHO(P 
roc. Natl. Acad. Sci. USA 77: 4216-20 (1980)S:O^^ CHO K-l(Proc. Natl. Acad. 
20 Sci. USA 60: 1275 (1968))5«>WiiT$.§) , COS> Hela, C127. 3T3, BHK, HEK29 
3, Bowes p^^y—'^^HM), 5xn— Vero, Namalwa, Namalwa KJM-K HBT56 
37 (#1109 63-299 ^^#)). m.m(.z^^'»^ ^nu. V^'^uui^. -f^^, T 

^"7^. 3^-rx. h-^h, uj^^. rt^A^F, y^^. rivyrjvyy. mmm) 

^(DmMf)^^^ti^o MMM^l^T^t. Saccbaromycesmz-Wr^^ Saccbaromyces 
25 cerevisiae. Ficbiamm<DmM\ZM^X. ^^M(D Aspergillus m(D Aspergi 11 
us nigerm(Dmm.^m^ii^^r^^Mn^%<L^^'^^^o 
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m^Ml^^(D^^i^—(DmAU. Xl/i7 h3j?l^— 5/3 >^(Chu et al. (1987) 
Nucleic Acids Res. 15: 1311-26). tl9-^:=^y ^ V'^V-J^.m. m^AVl/X^TL 
iSCCurrent Protocols in Molecular Biology, Jotin Wiley & Sons (1987) Secti 
on 9.1-9.9). m/^:?^f^xW&^fflbf^:^t^?iA?*, •T-r^n^>5^xi7>'3>^. 

5 U^/'aii^v^aXDerijard (1994) Cell 7: 1025-37; Lamb (1993) Nature Gene 
tics 5: 22-30; Rabindran et al. (1993) Science 259: 230-4). U7i^:7a:57^ 
5>?i(GIBC0-BRL). U >^:^j;Vi^'^A?*(Chen and Okayama (1987) Mol. Cell. 
Biol. 7: 2745-52). DEAE h ^ >^(Lopata et al. (1984) Nucleic Acids 

Res. 12: 5707-17; Sussman and Milman (1985) Mol. Cell. Biol. 4: 1642-3). 

10 FuGene6^^(Boehringer-Mannheim)#lC<fcDfTV^#^o 

/mmm<Dmmtvx\t.. r%^M\i> rt^Mt. r^n^t:. T;v^:^Mb. gpi 
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p. ^StX^>^>':$'^(6XHis. 10XHis#)^ :/P5^-r > C if>T-. '^JH — 

5 B-i5^^\ c-myc Hfit. E-i$^^(ty l=i-:^-;i/:7 T->^Ji(^Xt: b-:7°) , 

FLAGCHopp et al. (1988) Bio/Tehcnol. 6: 1204-10), Ick^^. pl8HIV^>T-, 
HSV-^^'(t h#M^;V^X':7-r;VX»®eM), SV40T tn:i^if>t. ge 
nelO^SM), VSV-GP if M- (Vesicular stomatitis ^'f;l/X»Se«)#<?)MeS 
(D3^M^^at^T§@3>?!l(^J;^f^> PCDNA3. l/Myc-Hisanvitrogen)©^;^)^^^^ 

^ ^mmm}^±.(mxu. 8, 10, 12, ^fc}^i5T5ym^sj^^-t):^'^e>/^ci:^jj^u 
M^, ^Mis«ttM^, mnm^mm,^ ^^m^mwrnM. u-<)v-BLXsn^)mm 

^^WT§:^^(Kyte-DoolittIe (1982) J. Mol. Biol. 157: 105-22), ^^^jt 
^^1?ft"^j^^(Chou-Fasmaii (1978) Ann. Rev. Biochem 47: 251-76) J; Dti^ 
25 b, $e)icn>tf^— iS^— 7°DiJf^A(Anal. Biochem. 151: 540-6 (1985)), * 

Tz.n.m^^^^'^ Y^'^m.\^'^<owM'^^T§mt^ pepscan ^(#^bh 60-500684 
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10 

in vJtroX^V^y°'^]^'^MM't^M'^. in vitro h ^>7. l^-^/a XDasso 
and Jackson (1989) Nucleic Acids Res. 17: ZU^-U)m(D^mzM'DX. « 

15 ^^^isi\^uMmn(D%xm^':^^\'^mm-^^^t.ifix^:^o ^n\zi^vx. 

20 M(Virology 8: 396 (1959) > MEM(Science 122: 501 (1952)). RPMI1640(J. Am. M 
ed. Assoc. 199: 519 (1967)), 199(Proc. Soc. Biol. Med. 73: 1 (1950))> IMD 
M iK-'S(^lSC':7>'M]'SlfiL?*(FCS)#©jfil?f ^^SPb, pH m 6—8, 

30~40'ClC:fel'iT 15-200 NfKHfrm®*&«^fT'5^1t:^>^T#^o >Sm\Z 
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^r^s y^^. \iyi^. -t^T.. ^>^m<Dm^W}^^ :^j-l'n#OM^(Susumu (198 
5) Nature 315: 592-4) ^©Itii^l^:^^^^^^ ^ (Lubon (1998) Biotechnol. Annu. 

Rev. 4: i-54)„ ^Tc. m%mmmz^\^^x h^y::^z^x.:=.v ^mm^m^^^^^ 

m.n-A^M-^-rrc^. 5jx;V^>^S#-r^:i^*>"r#^(Ebert et al. (19 
94) Bio/Technology 12: 699-702) o 

Tfe^o RfTM(D#U^:/5^Fr3— ]^DNA^pMON530^(Dtetl^^t-5SUy^ 

15 ^i^7i$'"f::|a^jA^, Agrobacterium tame faci ens ^(DWM\zMX't^o mk<DM 
X-^ntdmM^ Nicotina tabacuinm(DW^\zm^-^'^^ m^"^^^^^^^^^^ 

;i<h}^>^^"e#^ (Julian et al. (1994) Eur. J. Immunol. 24: 131-8) o ^(D^(D-:fj 

mhi^'tu. PEG ^m^y'^i^ h:7'^x v^mk ^^AUT*tii^'*^S^-r^;^?* 

20 (Gene Transfer to Plants, Potrykus and Spangenberg ed. (1995) pp. 66-74; 
ffitl#&S^t"^^^(Toki et al. (1992) Plant Physiol. 100: 1503-7; 

^^^\zm'r^). ^ }v-n ym-^mmmm^zmM dna ^mx vmm^^n^ 

T§:^m(Cliristou et al. (1991) Bio/Technology 9: 957-62), T^un^'r^) 

25 ^j:,^it\^mmzmk^mxvmmw^n&'r^^mmQ\ et ai. (1994) piant 

J. ^:2n-%t)mm-iL-^tvr:\^^o imi^n&t^:f5m\Z^^^X\^. Toki et al. 
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(1995) Plant Physiol. 100: 1503-7 ^::*^^^^o 

^"Cafe-g) (Strategies for Protein Purification and Characterization: A Labo 
15 ratory Course Manual, Marshak et al. ed.. Cold Spring Harbor Laboratory P 
ress (1996))o HPLC. FPLC ^OlttB^ b ^ -^ffl V^Tt^ "5 ^1 -h^^*'^^ 

20 J- J; (Current Protocols in Molecular Biology. Jo 

hn Wiley & Sons (1987) Section 16.1-16.19)c ^Tc. LCDM-^'MBMtV 

m^mBniz\^xmm\^fzLm^\zu. >z-m\z^^xmmmzYu>\iyi^rz.\%y 
25 Ti^^-^^^^^^^x-^^uu^^mm'r^^i:L%x^^o ■^^\z. 'Z-mzm 
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<irL#> 

10 ^^W. —2^M^#:(scFV) (Huston et al. (1988) Proc. Natl. Acad. Sci. USA 
85: 5879-83; The Pharmacology of Monoclonal Antibody, vol.113, Rosenburg 
and Moore ed. , Springer Verlag (1994) pp. 269-315), t hibtrC^, ##M'l4trL 
#:(LeDoussal et al. (1992) Int. J. Cancer Suppl. 7: 58-62; Paulus (1985) 
Behring Inst. Mitt. 78: 118-32; Millstein and Cuello (1983) Nature 305: 5 

15 37-9; Zimmermann (1986) Rev. Physiol. Biochem. Pharmacol. 105: 176-260; V 
an Dijk et al. (1989) Int. J. Cancer 43: 944-9) > mxS\Z. Fab. Fab' . F(a 

b' )2, Fc, Yym(Dmwmm^^'^n^o -^bxz.. ifmm^w\m>-m:\z.m\^. p 
— fe\ ■7;i/h-x^'^MSM. GST, m^^m.^m^m^mmiKDm.'^mBnt.i. 

y bv\^~>'yri>, 5peT;i/:/^>^©^^urJci^'&i'X^^m^bxfflv^x 
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jiTfflv^^pi^i&Wi. m^zmm-^num^. c/i^-^b. M:&@<^i?j 

@©»lW^^tf e>n§o mm(D%^im^> af^trCM^Phosphate-Buffered Salin 

mXM. rcurrent Protocols in Molecular BlologyJl (John Wiley & Sons (198 
7) Section 11. 12-11. 13) ^#mt-^ ^l^:5^)^T#§o 

20 5}?UX^V>iJ^Un-;KPEG)^^fflV^TS!ll'&bT;W>^U F-"7^f^^tKt-^c M 
m,(Dm-^\-^> Milstein(D:?5"?*(Galfre and Milstein (1981) Methods Enzymol. 7 
3: 3-46)l^2pDTfT^>il^^^^-e#§o ^Z.-^. iiS;5;Sxn-'Tm.hbT#fc. 

ifi-g-m^^^jicj: Dis^-r^ z.^^-^m^zT^mMti^mf^n^o z.o)^ou 
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D-^;Vtn:#^#^o *:^> mi^m.S.:^^tVX. rcurrent Protocols in Mole 
cular Biologyj (John Wiley & Sons (1987) Section 11. 4-11. 11) &#Bgt"§ 
5 t^X^^o 

^(Dm. MWiZ EB )V7,\zmm-^-^t^^ h U >A°S^^ i 
66^)<hil!6-&U. t:htri;#:^m^T^/W:/U F-'T&#^;^^(#f^0S 63-17688 

Jn;#^#^;i^:j5^X^^(WO92/03918; W093-02227; W094/02602: W094/25585; WO 
96/33735; W096/34096; Mendez et al. (1997) Nat. Genet. 15: 146-56 #)» A 

15 5te^mm^Smt-<fcOtn;#:^Mit-r^ili*>X^^(Borrebaeck and L 

arrick (1990) Therapeutic Monoclonal Antibodies, MacMiUan Publishers LT 
D., UK#M)o ^<Ofz.-<b\Z.\%. -^^^ m#=&3--F-r^3»S^^/W:/'J 

mM. t.a^^n.^^^'y ms\z.^ t h trL#: aj^^aatt^^M^ (cdr) . 

t hm>^fi5fe:7l/-Ay-57MJ^(FR)JttJ?^SM^.*:)&^B)*5:^t b'fkii#:d^^#l'f 
e.tl^ (Jones et al. (1986) Nature 321 : 522-5; Reichmann et al. (1988) Nat 
25 ure 332: 323-9; Presta (1992) Curr. Op. Struct. Biol. 2: 593-6; Methods E 
nzymol. 203: 99-121 (1991))o 
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(1994) J. Immunol. 152: 2968-76; Better and Horwitz (1989) Methods Enzym 
5 ol. 178: 476-96; Pluckthun and Skerra (1989) Methods Enzymol. 178: 497-51 
5; Lamoyi (1986) Methods Enzymol. 121: 652-63; Rousseaux et al. (1986) 12 
1: 663-9; Bird and Walker (1991) Trends Blotechnol. 9: 132-7 #M)o 

:$imm(D^mmmimz\t.. ^#Mi4tn:#(BsAb), ^-^r^^^^ mm-^^^^ 

10 >^'t*-S>^?*(Paulus (1985) Behring Inst. Mill. 78: 118-32), 

(2) ^75:^^/ ^ ti-i'jvm.i^^^m^^M :/u \^~-'^^m^'r^:^mm iis te 

in and Cuello (1983) Nature 305: 537-9). (3)M?S:^^y ^ a-:^;^^^:^<Da 

mRnm.mm.Wi'^u m(o dna) \z.^ «9 vr>x#m^fflBa#®KM^M^^^^ b ^ 

y7.y:r.^iyB>Vt€M^ zii^Sffi(D-*>(iffi^^^^^t'^:;^^(Zimmermann (198 
15 6) Rev. Physio. Biochem. Pharmacol. 105: 176-260; Van Dijk et al. (1989) 

Int. J. Cancer 43: U^-^)m\z.^'0^mrf^^t.ti^'^'^^o mum^^ 

S^SfM-'^^D, ^^<Z)^^lcJ;Df^Mt-^il^^^'^^^(Holliger et al. (199 
3) Proc. Natl. Acad. Sci. USA 90: 6444-8; EP404097; W093/11161 #.^J o 

20 ^mas^wmwommasmmn.. yn^^>ARrxG^fflv^TfT5>^t&. 
u ^y"^ YomM><j)-m^mmz.mmi^tdm.'^mmmw^\z^-ox%m^'^^ (Ant 

ibodies: A Laboratory Manual, Ed Harlow and David Lane, Cold Spring Harbo 
r Laboratory (1988))o mX\t. 2^^H^(Din:#cD*»MJc:/n5"-i' > A ^fiJfflT^ 
Hyper D. POROS, Sepharose F. F. (Pharmacia) ^O^D > A 

t) , *fe«^*^^^^P^«=^^fe(ELISA)#i-cfc D^^t-^ - 



wo 2004/038018 



PCT/JP2003/013420 



- 3 3 - 

10 ^^^T^^X^^o ^fc. iFi^(Dm\iWmiZ^ BIAcore (Pharmacia) #©TfaiS©l^^ 
15 

20 m^*4i:^^tt^ii:> mmz^^-r^mm^mwr^^hx^mMo)'^^-^':/ 

i2>5^e> i4#^)o mm^oDi^Mmiz. iiii^^mmrmmz 
i^fc^. mi^0D7y4:=-^4-iz^^mm^no^^x\ mmi^tw-^vrcmm 
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i^fT^^^wc:^^, 65B13 ^mM-^'^rcmmm±-^mmir:5^ti)m^x^^ 

tri 65B13 trL#:^fflVife:7 D-1f-r h >^ h U -JC J; D^^6^icff 75:-5 Zi hi)^X^^ 

15 («M4, 014) o 

^(Dm. 65B13 tcMT^:7°D^":$'-^flJfflUTF-/^5>E^:=i:i-D>tii 

®MJi^*m-r§iltfe"^^^(^J^t^^ 4#W 2002-51775 -^^^#m)o 

^ai-r^ 65B13 (D^^M^^tifl:ii;D#e.n:^:/n^-iS7-g|5^^lcML.> GFP^ 

20 JJglC^UTh^>7;>'3:^7>-3>T^-<^^*^'^^^<' ^®^fi> 65B135lfe^jffi^ 
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nmmm(D^mt±:)v^-(>m^^ 8-509215 -^^^ ; 11-505930 

m ; #^ 2002-522070 -^i^lg). n^^-P >$^11«(#^¥ 11-509729 
ST^:^^ fe^^tiT^/i'5(#^¥ 10-50931 9 ^^#)o ^fc, i&mm^WTX(D 

fefiK^nXV^^ mm 2002-530068 ^^#)o 2^^BJ(^ F-A°^ >^^:irL-n> 

mzumt.u<^ mm^^ mMm^ -f^^^^. ^m^-^^ #?Lj^t^> /n::^ 
ijA?^4^^y&^^tf e.n^ ^oj*^. mmm. -^-^^ ^^^^^a^^ 
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^r^lr^*tf^^MiafelS (stereotaxic surgery) ^O^^^tf^tl^o ^fc. 
5 (microsurgery) (CJ; D»§^«tbT*>^Vio -=L-U>mm<D^m:^mz 

-Dl/^xn. Backlund^CBacklund et al. (1985) J. Neurosurg. 62: 169-73), L 
indvall ^(Lindvall et al. (1987) Ann. Neurol. 22: 457-68), Madrazo#(Mad 
razo et al. (1987) New Engl. J. Med. 316: m-A)<D:^m^0mt ^ ^ t^^X 

mtt, mmm\z^^^xm^mzmMvx^^^mm'?^^m'r^umLvxmm 
T^z.ti!)^x^^o ^B\z. :^mmo)\^-/^^>m^:='::L-ti>mmmm^^<t> 
mm. ^r:i\-±mm^'i^r^mm\ziwmmzmmi^xi^^m^'f-^m-<. mmr^^ 
20 t^x^^o ^Tc. ^itxmmxmm-^'itrcmm^7t(Dmmmmiiiz^^>x^m^ 

\Hiz^n:^^itiz>z-^^-^n^m.^T-^m^^^^^x^^o ^(Dj:.vf3:m.i^^ 
j,^]z^/^^y^^-:j,^u>\z^n^ps^f}^<Dxmffimmhfsi^x^^^mm(Dm 
mMMmm^u^'^^(^x\ mmt^^tmm\zmmx 
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A-r^^Ui^v-if— >/3 M^^PCR, RNase^mr^y-fe-r, mh^^ ^uru-i 

5 ;W>^Ui5'V'if— 5/a>^ 5l^^^^(D]lM^W(SAGE;serial analysis of gene 
expression) (Velculescu et al. (1995) Science 270: 484-7). ^U5l#A-f:/ 
Ur$^V^f— 5> a Xsub tractive hybridization) . f^^^^^W (representation 
difference analysis: RDA) (Lisitsyn (1995) Trends Genet. 11: 303-7)#JC<fc 

10 mm in situM^^) ^Vif-v-a ^Ti^, mkWM\mmmfmm,y° 
u—^^m^^mmf^^muiyf^m. rna ^^ir^ poiyA+RNA xz-^i.-xm^^) 

15 ytin suu;\-(^vi^^'^-i^B>msR):sLZSy^z^^}vmmmmm^m^^n\t. r 

NAfe^:Siitl& in situXUnmzl^^^Z.t^'^^X^r^iYemno et al. (199 
8) Science 280: 585-90), :^mmz^^^xmm^^^^-^^X^^o 

m $ tife^-gr. ^ ti e> ^mmr^ ^t.\z^K) mw^y^ :7°^ < ^icj: o ^ c § 

inRNAT-ry:7^— i^^|WI^-r^2:^j5^"prtg"^ife§o -{Rlj^t^. Pykett et al. (199 
4) Hum. Mol. Genet. 3: 559-64 #{CtB«©:^^*#MT^ ^1 tJ^^^^^o mz 
25 ^S;0>?5:^^/1i5^->^fflMfc:^*f-r^ ^^^^'^'^SC) ^tl^^^. *^0J® PGR ^ 
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•So 

CDNA4', mi^T'^g^{c^^bTVi^jtfe^®f(|'a-:d^^l^<:^ci:D, ^SD^^^n 
TV^/feV^me^©§iJ'&J*IS<:fe^o fip-fe, ^mcDNA^^-/>^±(DcDNA^n-> 

cDNA P^T^^iB^JO^S^^-a-V^^^-r ^ifcK D > jt'S^^^®^*^ 
15 m^l^h'L^^^o 

^^hh-C^^o #^©mRNA(DpolyA®ai5J:i3' mm(D 1 2 •:d (DM 

;?>>^e^>'fb/iim^nfem> ^31^1t^T^MWM^e»-^ltU:^^RNA 
t:i^bTil&^^^^Sj;E^^ff -5 (Liang et al. (1993) Nucleic Acids Res. 21: 3 
269-75) o m^Vrcmm^ TGJ Tafent^^ polyKmU<Dm.m\ZC^W^^^^M 
^mizmm^^^t^^'X^^ rCAj Tafetlt^. TG ^mtGiC^-^ mRNA ^{f*! 
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Mmmmt^^mm\zwm^\^^^vxv^^ mRNA cdna -':^(DmM^ 

m^z^n. ^n^ncDm^^m^ © 2 *si:^ u 5? ^ u:t'^ f t ^^y^^^ - ( u > 

15 2^ttlg|5©i3^J^:*ittW:^SH^J^^t-^ (2) (tagging enz 

yme;TE)a:;5:^ IIS ^aiM^^(pa@I5^<J; «9 20bp ^T<^iin^c^{4S®-y?Jif ^ff 

U>* — ^-a-M O tt^T cDNA SH^JgP^ © ^:d^^0SiiH^J ^ <t: 75: ^ o 
20 mz. U>^-CDSj5:^ 2aM©'7'-;V^SVi}-]^^l^^ U>:^-A®:rJ^^Bm 

izU^hfci 2 -D(Dm^MM^ (^'^ tag) ^^tr#il7S:E^J®?li5E#l t. U 
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h DNA tm-^o o :k\z. itm-t^mmo) dna(ot> f ^-r a-dna ^m^o ^mm 

10 b DNA b> F ^-i ;t-DNA \Z^^Lr^WMi^^(D^'&t>mBi'^ti^o 

DM t vn:mzy:=.- u u >^^#^pfis-r ^ ;i ^: j: 

i^^^'/s.^ii-^^mmAti^xm.mr^^iii^^'^^^o .^K)mm^:^mzr:>^^xu. s 

15 waroop et al. (1991) Nucleic Acids Res. 19: 1954 :S:tJ^ Yasunaga et al. (19 
99) Nature Genet. 21: 363-9 #^#M-r^ ^i:t>"r^^o 
RDA mt. PCR ^mm Ufe, F ^-i ;n'-DNA lC#^EU3feVi-T-X h DNA 

mmiz^^^xm^>^z.tf)^x^^o ^i)mmt^mm\z-z)^^xit. lisitsyn (1995) 

20 Trends Genet. 11: 303-7 Schutte et al. (1995) Proc. Natl. Acad. Sci. 

USA 92: mo-i^m^mt^^h-fj^x^^a 

ummm^^^i]:.. mm. ^rcumm'^^rcmm\z^M&of3imB^^±^(^^n<tk 
m(D^m\z^D^i7^-m\zmxL'. mm^^. mMm^^noz.ii%x^^o 

25 
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10 mm^m. mmmm. mmmmmm±m. mm^rcmmmm^v^:f'^\^^ 
^ X >^ w ^-f u -tm^f^n^^ 

<65B13 (DmMU^^^> 

mmm^^m, nm^ (1993) w.iG2-z7A)-fyt^j^^x^Y). ^mm\zi^^^xmmx 
-mz. m^=r'(^mnmmmm\t.. memos' *^<d i5~ioobp. jf^u 

25 <}*30~50bp^:/P-:/DNA<i:UTfij;BbT, ^7 A DNA ^-f U -^X^ U 
—-y^t^ z.t.\z.^Xi^ n-:n>i^-r^ iifmmz.^^^X\%. 
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O l~176#@^}feJ«^J#-^:2 (D 1—126 #e(DieX^*^t*-^® 1 

^'^^(D^^fiJII^^tS, Neural t wnr k ^CO ^ A ( h t tp : //vww. f ru i t f 
ly.org./seq tools/promoter. html ; Reese et al., Biocomputing: Proceedings 
of the 1996 Pacific Symposium, Hunter and Klein ed.. World Scientific Pub 
10 lishingCo., Singapore, (1996)) ^MV^T^^I'JT^ ^ t fe~r^^o ^SfC, mn 
M1i^MJ^<iC>?g'I4«/h-^^^^?89'r ^ A (http://bios ci.cbs.umn. edu./sof 
tware/proscan/promoterscan. htm ; Prestridge (1995) J. Mol. Biol. 249: 923- 

25 >® //J Kiro. ex rJromS in vi trolzm-f^^ih^mmT^OlZpim'^''^^'^ 
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5 Rxs^y'^]^. mmmmcD^m^^. ^mMmmmm. mis 

ol. 222: 301-10 (1991))#:0^^#^n§o ^^(D^^m^^M^cT^fcS^l^. 

mi\-is 65B1 3-a (D cDNA @H^JS.lKT 5 / BMn 0X ^ ^ o 
m 2 n.. 65B13-a © cDNASH^J^lXTa 7 mffi^J^^TBIX^^o ly^^-^JVUM 
15 0 3tt, 65B13-b(DcDNAia^J:Rt)CT5 7miB^J^^t-EIX^^o iy^-^JVmm 
0 4 65B13-b 00 cDNA @S^JS:t)^T ^ / mMm^^-tm^^^o >^^ir)],mm 
MB^t. 65B13-aS.tJ^'65B13-b 7 ^SH^JOit^l^^^HX&^o 

20 m6\t. 65Bi3cDmBc5^^0x^&?>o ii<^D-^.s^$nfc§B^«imKaM^ 

0 7 E12. 5 '^^7.m\z:i3n^ 65B13mRNA (DBM^ in situMy^^) i^^-i^ 
-->3>tcJ;D^tlfL'fe^^^^t-^^X^^o A:^t^if®. Bi^^^bcSffMo HB: 
MB:4>Si. SC:#M. CB:/M^IM^o 
25 0 8«, E12.5"x"^XWitl-cfett^ 65B13iiiRNA ©^^^ 7/7 situMy^^)^^^ 
^->^3>\Z^y)m^Vrcm^^^'r^MX^^o A:65B13. B:NCAM. C:65B13, K 
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m9U. E12.5'T«^X>=fM#JlC:fett^ 65B13inRNA. :&tJ?^Di/> t FD^->^ 
-r^^Tafe^o A:65B13, B:THo • 

01 3J*, 65B13 (CyS). Nurrl (FITC) . TH (Cy5) >/1^®0^i^^, ^tl 
(B) ^^feb. y'P— y--r bp^ hU"&>fflViT 65B13^^m^^aibfe 



20 

X rM«!l WM© RNA ^ffl \^>X^^ (N-RDA) ^(C <fc D ^^CDl 

25 

1. N-RDA 
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1-1. r^^y''^—(DmM: 

(ad2: ad2S+ad2A, ad3: ad3S+ad3A, ad4: ad4S+ad4A, ad5: ad5S+ad5A. adl3: ad 

13S+adl3A) 

5 ad2S: cagctccacaacctacatcattccgt (@fl^iJ#-^: 11) 

ad2A: acggaatgatgt (iB^J#-^:12) 

ad3S: gtccatcttctctctgagactctggt (@B^J#^:13) 

adSA: accagagtctca C@B^J#^:14) 

ad4S: ctgatgggtgtcttctgtgagtgtgt (IH>?'J#^ : 1 5) 
10 ad4A: acacactcacag (@3^J#-^:16) 

ad5S: ccagcatcgagaatcagtgtgacagt (@3^J#-^:17) 

ad5A: actgtcacactg(|H^J#^:18) 

adl 3S : gtcgatgaac 1 1 cgac tgt cgat cgt (@B^J#^ : 1 9) 

adl3A: acgatcgacagt (gB^J#^:20) 

15 

l-2.cDNA'^^ 

^i^X 12.5 umiB^^SlO ^mmm:^ZS^mm^<kri RNeasy mini kit (Qiage 
n)§ffll^i^RNA ^^Mb. cDNA synthesis kit (TAKARA) ^fflV^TZl^^M cDNA ^ 
-^^bfco MS^^Rsal Ttmtibfc©-^, ad2^#JPb. ad2S ^^^-f V-^b 

20 X12X:^^^^-Cy^=L^-hVrcm:. 94t:T30#. 65t:T 30 J^ZSl2X:ii^2 
^(DMJS^ 151^-f ^;KDPCR^fTV\ mWZ12X:X2^^>^=L^—hl^. cDN 
A digits bfeo N-RDA (D PGR ^3:T^TOT©SJ^i^^^fl^^fTo fco 
lOXExTaq 5 //I 
2.5II1M dNTP 4Atl 

25 ExTaq 0.25^1 

IOOmM primer 0. 5At 1 



wo 2004/038018 



PCT/JP2003/013420 



4 6 - 



cDNA 2UL\ 
MWi^ 38. 25 UL 1 



1-3. Driver (D^M 

2°C-e2 5:>^>=^rL^— hUfeo Qiaquick PGR purification kit (Qiagen) 
TcDNA^fflMb. RsaUmtb/Co 1 b v-g >lC T'CJ^^ffl Ufeo 



10 1-4. Tester ©f^M 

ad2S TiitiUfe cDNA ^-^^IZ 94t:T 2 ^-T h 94T:T 30 

65t:7?30#, S:rJ^^72*CT2^»'CD>KJi&^5i^-r^;^©PCR^m^^ S^JC72'CT 
2:^^-f >4-a.^— hbfeo Qiaquick PGR purification kit (Qiagen) ^JIV^T cDN 
A ^mmV. Rsal mihVTci. eOng © Rsal r^^fi: cDNA \z ad3 <^#ilPL/feo 

15 

l-5.1t:/h^^7>'3>i|ilB 
±|B3S.t)^^4Tf^MUfcTester:feJ;r)^^Driver ^^-^-U. Xi5^y-;V«fc!^b:/h 
IxPCR buffer IfiWzmMVT^o 98^ 5 ^^O^. IxPCR buffer+lM NaCl 1 
fjLl^m^r^o 98^05^0^. 68'C-ei6B#P«1/W:/U^VX$i±/5:o 

20 /W:/U^-rX$ii:fecDNA^ad3S ^X^-f^-^ibT 72'CT 5 ^^-f >4^:x^ 

- b bfe^> 94^"^ 30 es-c-i? 30 :&.zs nx^-c 2 ^(DjK^&=^ 10 t^-r 

fro^co M^/^T. Mung Bean Nuclease (TAKARA)l??i'ftib> Qiaquick PGR purific 
ation kitTMSbfeo $ e>l;: 94t:T 2 t»--r b bfe^. 94'C'Zr30#. 

eS'CTSOtJ'N S:D^^72°C^2:a-(DMj^*13-y-'l'^;i'CDPCR^ffVi. 72^-^ 
25 2 h bTto 
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tt-y h^^>^3 > 1 mS'^^i'fS^J'^cDNA 8ngJ;i2xPCR buffer lui ^M^t^o 
gS'CSr^^ODm. IxPCR buffer+lM NaCl Zfil^MXTco 9^X:5 ^(DWl. BS^C 

7r 16 PtFsiA-r :/u i5^^-r x^-a-fco 

5 A-r ^*-rX$ii:^c cDNA ^ Rsal l^^i'fbb. Qiaquick PCR purification kit 

94^:7? 30 fp. 65T:T 30 f>\ l^ZS 72t:T 2 11 i^-f i;7;i/C> PCR ^ffV^. 

72'CT 2 j.^— b bfeo Rsal T^i'fbL'. ad4 S#t)aUfeo 

10 l-7.tJ-yh^^>'3>2IeI@ 

±tB 6 T ad4 ^#Jinbfe cDNA 20ng ^ Tester ^ bX, ±IB 3 (D Driver ^M-o" 
_htB5 t|sIi|(D:^^W>^b'^^>'a>^fTofc, RsaU^ 

'fbb:^ cDNA ic: ad5 ^#iPbfeo 

15 l-g.-tht/b^^v-a^SlHlS 

_hfB 7 T ad5 ^#JnUrc cDNA 2ng ^ Tester i:bT> ±IB 3 (D Driver .h^g'&b, 

tzL cDNA adlS ^mwX^f^c 

20 l-9.-y-:/h'^^>^3 >4|hIS 

±fB 8 T adlB ^#iPbfc cDNA 2ng ^ Tester ^:bT> ±fB 3 (D Driver ^^g-^ 
£AT> _hf3 5 ^:l^=lt(D:;^feW^h^i7i/3>'^ffofc. Ji>i>gb^c cDNA ^ P 
CRII (Invitrogen)JC^7p-->^b> ABI3100 ^>XT:^^'1*•y--^fflV^^ 

25 N-RDAfetCj;D#&n/^c65B13 8)f)tCD@H^J^fflVi^ RACE S 
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2. RACE I* 

^^7. 12.5 BElicfcD RNeasy mini kit (Qiagen) ICci; D^RNA ^^Mb. uM 
ACS mRNA isdolatlon kit (Miltenyi Biotec) ^fflV^T mRNA S^Mbi/to Si^U 
5 feiDRNAj;D. Superscript choice system (Invitrogen)43J;I>'pCRII (I 
nvitrogen) ^fflV^T cDNA ^^^"7 U -^fSMUfco ^ItlJ; D :/^XS F DNA ^ii 
Mb. OT©-7°^-f -^-^fflV^TPCR ^ffofeo 
TAU2 : GGCTTTACACTTTATGCTTCCGGCTC (@a^!l#-^ : 2 1 ) 
TAU4: CAGCTATGACCATGATTACGCCAAGC (SH^J#^:22) 
10 TADS: AGGCGATTAAGTTGGGTAACGCCAGG (@a^iJ#-^: 23) 
TAD4: CCAGTCACGACGTTGTAAAACGACGG (IB^J#-^:24) 
65B13 Fl: CTTCCCGTATGCTACCTTGTCTCCAC (iB^J#-^:25) 
65B13 F2: TCCATCTCTCCAAGTGAAGGGTCTTG (E^iJ#-^:26) 
65B13 Rl: CCAACAGTCCTGCATGCTTGTAATGA (IH^J#^:27) 
15 65B13 R2: TCCTTCAATGTTCAGTTTTGGAGGGG (ia^J#^^:28) 
PCR (Z)^ff^^^^(Z)ffi D Tab o feo 
1st PCR 
lOXExTaq 2Atl 
2.5fflM dNTP 1.6Atl 
20 ExTaq 0. 1 M I 

100 mM TAU2*fe«TAD3 0.04jLil 
IOOmM 65B13 Fl ^:/c»Rl 0.2^1 
cDNA (lOng/Ml) iMl 
^^tK 15. 06 Ail 

25 94^:^ 5 ^^-f ^^o.^- bbfd^, 94t:T30#, 65^ T 30 #\ ]^IK72°CT5 

^®Mj;&^25i^-r^;vfTV^. *^ic72'CT2^-r>^rL^-bbrco mv^t. i 
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|Eie0PCR(Cj;D#e>n7t:e^^lOO{g#IRUT2nd PCRSffoJ^Co 2nd PCR© 

2nd PGR 
lOXExTaq 5jul 
5 2.51DM dNTP Afxl 
ExTaq 0.25m1 

IOOmM TAU4^^JiTAD4 0.1^1 
IOOmM 65B13 F2 ^fetlR2 O.bULl 
1/100 1st PCRig^ iMl 
10 ^^7K 15. 06 m I 

94'CT5^^>'^cL^-M.fem> 94=01? 30 65t:T 30 S:tJ^^72'CT5 
:^oMj;&=&25it^^;i/fTV^. 72^1? 2 >:^-rL^- b bfco m^-^tt 

fccDNA8frJtSpCRII l::/7 n-n ABI3100 5/-'>->XT:^^-1'tf-^fflVi 

15 #^nfc2^(Djtfe^. 65B13-a]^tJC65B13-b©5?^U:^^HIB^J^@B^#-^: 
l(l2IlS.tJ^^2), :S.t)^WJ#^:2(0 3S.t>U),hbT^To 65B13-a ® 3- 

|B^J#^:lcD177#@(^A/&^6$&*0, 2278-2280 F>^1? 

20 B^^S 1767#SSTCD@B^Jl::3-F^^n^ 17 7 M^S^^KSM:^"^*^ 
feo ^nt^>c=fb, 65B13-b(D3-F^TO. iB^J#^:2CD127#@(DA75^e.$d^ 
2277-2079 #@<D|^iiin F^^Tgc^^ 650 e>7^§®e«^3 — 

^ymfmW^^^-rJVMm. 1516#@:d>e> 1566 #@*TOSB^Jt^:=i-b'^tl^ 1 
25 7 T^ymB^^^SS®^"^^^':^^^-- 65B13-a:Rt)J65B13-b«{g^lr3-F$n 
§T5yMSa^J^@H^J#-^:3S:Z^4 ,hbT*t-o 0 5 fc^feV^T^Tcfco IC. Mil 
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t^T;V^:^7"^ >''Xy^-r^>^J-J:^7-rv:7:t-ATfeD, 65B13-b li65Bl 
3-a \ZMV N mmm<D so T ^ /mf)^X^^^^ - i:«>t5pj0^bfco 65B13 Afe^ {C<t 

imMWi\ 21 65B13 m^^(D^MM^ 
10 12.5 SE^OCTT^iSb, 16/xm CDiTP?^fS^>i-^f^®b:/bc 

5xSSC, 1%SDS, 50Mg/nil yeast RNA. SOjag/ml Heparin) ^65mi?40^PBl 
fr^pfeo ^ODm. (50S;5j^;i/AT^l^. 5XSSC, 1%SDS) ^esm-efrV^^ RNase 

15 (5Mg/inl RNase) ^^ta 5 ^r^lfro^cic 0. 2xSSC T 65 ffi<D?5fe#> IxTBSTT 

yp^^^^^ii?' (Blocking reagent: Roche) ^"ir-ofco 7)Vt5^) 
:7:tX^T^-if=^iitn:DIG$T;# (DAKO) ^Mji&$-&> (IxTBST. 2iiiM Levam 

isole) NBT/BCIP (DAKO) bT^^^ii-feo 

20 H-A°S>:^^::ici--n>CD^^f ^^^T$.§E12.5-r. 65B13 

mz^n^^n't^^^zmm^-ts--^^^ kib? ncam 

iiti^bfciiei^, Ki 67 ^ftcD#^tulKi98a (neural progenitor) (Dii^T^M 
^Tafe^f^S^^ (ventricular zone:VZ) P^©— 65B13 
25 <D\Z^\^. ^m»it^<D^ r, ^BUfc NCAM l^tt®BulEm^^^?^^t-§^«» (man 

tie layer; }iiL)p^\z\-mm.ffim^^nuip'^f^m^) mmK9v<DmM'i2%nm. 
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\z. n^Ho-momm-rmm^m^^nr!!. ^n^omm/^^^-y-^^^^ 65bi3 

;g^--^_n^05V-^—m<5^'TrS^5^n->>t:Fn^>'^-if (tyrosine hyd 
5 roxylase: TH) (D^^^it^T^i. TH «ML ic:(D^^^bTVi^fea61SI-om 

15 rg^M^rl 3 1 65B1 3^ >A°^ 

©T^D bn-;V^cJ;D4n:65B13*T:#:^f^SU. ^^«^felcJ;^^^^^^fTo 

20 >g:^^xbT> 65B13:$7>'A^M®M;?1'M:^^^^^-^TifiI^l^^-° miRbfca^ 

)«7K=&f#X. tn:65B13^:y^P-:^;^in;#*«^l-:^- ^(C'x">X12.5SK^4%PF 
A/PBS (-)T^4t:. 2BtrBl@^b^-(^'&> 20K>'3J^/PBS(-)7?4'C. OCT 
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X) ^m^. 20^fpltfV^. f^^bfetfi65B13^:y^D-^;Vm#: (lOug/mK 2.5!K 
yn^3/i7X-X/PBS) . ^THtrt#: (Chemicon. 0.7ug/mK 2.h%^xn y ^ X.~-7./m 
S) , *iNurrm#: (Santa Cruz, 4ug/mK 2. 5%>^D^;/^X-X/PBS) ^^M, IBt 
F^;Ki;&$ii:^cm> -^^IZA-C. -m,Km~^^r:io O.inriton X-100/PBS(-)-e> ^ 

IgGtri^:. CyS^a^-^r^XIgGift^: (Jackson, lOug/mK 2.5%:/D-/^X-X) ^ 

tiTc mis) o F~A^>j^^x^-n>(©^-:^;-T^^m NurrliS^>/^^ 

^^^c. tii65B13^y^n-:^;Vtn;#:=&fflV^T, :7n-it'f b U-fcJ:^65Bl 
20 ^-r, -;r^X12.5B)ffia;D4'ff^Mi>J§i5:^=^^Ombfefe(D, ^fclt, in vitro 

JiSSI^, Mfla:$>t!tA^yr7T— (Invitrogen) ^fflViT^tS[$-&;'c^> • jIjI 
m3aiirTt:i. tfi65B13^yi7n-:?-;i/m# (lOug/mU n^zyBl^M.m. ImM EDTA/ 
PBS) T4t:, 20^FBl^^Lx;feo ^(7)^, l«'^v'l&^Blfil^> ImM EDTA/PBS(-)-e4r, 
25 d^m<DmW^mn^^^ PElg^irtAAX^-IgGta^ (Phamingen, 4ug/mK 1%'J' 
zyB'Mikm. ImM EDTA/PBS) XHX:. 20^mm^V^ mUlzm^VX. VU-^^ 
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(014) o m^-mMmm-r^^^fs^K. &mmmmm.^^mx^^^t^^^^ 

10 ^a_h(DfiJfflOpJtEtt 

B.^-iift^C^^^^ilfmfeiF 65B13 dt#e,nfec ^Jiat;i:fett^^ 65B13 

mmmmu. ^b\z. -a.-u>(DmmMn. mt>. imMmzm^-r^m^o) 
\ziz^<MmT^z.hf)^^m-^ri^^ $e>ic, mmm(Dmm^^niivx. ^<d 
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(DIB^m-^:! <^ 177 ^^S, 2280#eomS, ^b<«l5^J#^:2 ® 127 #@ 

(4) SH^J#-^:3 *fc«4fB«(DT5ym@a^Ji-^ViT 1 < J^1Sl^ffl<^T 

(5) _hfB(l) (DWmzM\^-X7. Y U >5^x> b75:^#TT/N^ X-T^ 
2. »5lc«llB«0#Up^i7lx:t^F^^tf-^i>^-o 
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mi 

GAT GAG CCA GAT TTC GGG GAC TCT GGG CCA GAC ATA AAA TCT TCC AGC CCG GAG 54 

AGA ATT GTG TGC AGA GAG GGG CTC CAG TCC AGC GTG GTG TGA GAG GCG TGC TAT 108 

CAA GAA AGA AGT TGG AGG GGA ACC AGT GCA ACC CTA ACT CTA CGA GAT CTT GGG 162 

GTA CAC ACA CTC GGG ATG CTG GCC TCC GCC CTC CTC GTT TTC CTT TGC TGT TTC 216 

MLASALLVFLCCF 

AAA GGA CAT GCA GGC TCA TCG CCC CAT TTC CTA CAA CAG CCA GAG GAC ATG GTG 270 
K G H A GSSPHF LQQPEDMV 

GTG CTG TTG GGG GAG GAA GCC CGG CTG CCC TGC GCT CTG GGC GCG TAC AGG GGG 324 
VLLGEEARLPCALGAYRG 

CTC GTG CAG TGG ACT AAG GAT GGG CTG GCT CTA GGG GGC GAA AGA GAC CTT CCA 378 
LVQWTRDGLALGGERDLP 

GGG TGG TCC CGG TAC TGG ATA TCG GGG AAT TCA GCC AGT GGC CAG CAT GAC CTC 432 
GWSRYWISGNSASGQHDL 

CAC ATT AAG CCT GTG GAA TTG GAA GAT GAG GCA TCG TAT GAG TGC CAG GCT TCG 486 
HIKPVELEDEASYECQAS 

CAA GCA GGT CTC CGA TCA CGA CCA GCC CAA CTG CAC GTG ATG GTC CCC CCA GAA 540 
QAGLRSRPAQLHVMVPPE 

GCT CCC CAG GTA CTA GGC GGC CCC TCT GTG TCT CTG GTT GCT GGA GTT CCT GGA 594 
APQVLGGPSVSLVAGVPG 

AAT CTG ACC TGT CGG AGT CGT GGG GAT TCC CGA CCT GCC CCT GAA CTA CTG TGG 648 
NLTCRSRGDSRPAPELLW 

TTC CGA GAT GGG ATC CGG CTG GAT GCG AGC AGC TTC CAC CAG ACC ACG CTG AAG 702 
FRDGIRLDASSFHQTTLK 

GAC AAG GCC ACT GGA ACA GTG GAA AAC ACC TTA TTC CTG ACC CCT TCC AGT CAT 756 
DKATGTVENTLFLTPSSH 

GAT GAT GGC GCC ACC TTG ATC TGC AGA GCG CGA AGC CAG GCC CTG CCC ACA GGG 810 
DDGATLICRARSQALPTG 

AGG GAC ACA GCT GTT ACA CTG AGC CTT CAG TAT CCC CCA ATG GTG ACT CTG TCT 864 
RDTAVTLSLQYPPMVTLS 

GCT GAG CCC CAG ACT GTG CAG GAG GGA GAG AAG GTG ACT TTC CTG TGT CAA GCC 918 
AEPQTVQEGEKVTFLCQA 

ACT GCC CAG CCT CCT GTC ACT GGC TAC AGG TGG GCG AAG GGG GGA TCC CCG GTG 972 
TAQPPVTGYRWAKGGSPY 

CTC GGG GCA CGT GGG CCA AGG TTG GAG GTC GTT GCA GAT GCC ACT TTC CTG ACT 1026 
LGARGPRLEVVADATFLT 

GAG CCG GTG TCC TGC GAG GTC AGC AAC GCG GTC GGA AGC GCC AAC CGC AGC ACG 1080 
EPVSCEVSNAVGSANRST 

GCG CTG GAA GTG TTG TAT GGA CCC ATT CTG CAG GCA AAA CCT AAG TCC GTG TCC 1134 
ALEVLYGPILQAKPKSVS 

GTG GAC GTG GGG AAA GAT GCC TCC TTC AGC TGT GTC TGG CGC GGG AAC CCA CTT 1188 
VDVG KDASFSCVWRGNPL 

CCA CGG ATA ACC TGG ACC CGC ATG GGT GGC TCT CAG GTG CTG AGC TCC GGG CCC 1242 
PRITWTRMGGSQVLSSGP 

ACG CTG CGG CTT CCG TCC GTG GCA CTG GAG GAT GCG GGC GAC TAT GTA TGC AGG 1296 
TLRLPSVALEDAGDYYCR 

GCT GAG CCG AGG AGA ACG GGT CTG GGA GGC GGC AAA GCG CAG GCG AGG CTG ACT 1350 
AEPRRTGLGGGKAQARLT 

GTG AAC GCA CCC CCT GTA GTG ACA GCC CTG CAA CCT GCA CCA GCC TTT CTG AGG 1404 
VNAPPVVTALQPAPAFLR 
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m2 

iGGT CCT GCT CGC CTC CAG TGT GTG GTG TTT GCC TCC CCT GCC CCA GAC TCG GTG 1458 
GPARLQCVVFASPAPDSV 

GTT TGG TCT TGG GAC GAG GGC TTC TTG GAG GCA GGC TCA CTG GGC AGG TTC CTA 1512 
VWSWDEGFLEAGSLGRFL 

GTG GAA GCC TTC CCA GCC CCG GAA GTG GAG GGG GGA CAG GGC CCT GGC CTT ATT 1566 
VEAFPAPEVEGGQGPGLI 

TCT GTG CTA CAC ATT TCC GGA ACC CAG GAG TCC GAC TTT ACC ACC GGC TTC AAC 1620 
SVLHISGTQESDFTTGFN 

TGC AGT GCC CGC AAC CGG CTA GGA GAG GGA CGA GTC CAG ATC CAC TTG GGC CGT 1674 
CSARNRLGEGRVQIHLGR 

AGA GAT TTG CTG CCT ACT GTC CGG ATT GTG GCT GGT GCA GCA TCT GCA GCC ACC 1728 
RDLLPTVRIVAGAA S A A T 

TCT CTC CTT ATG GTC ATC ACT GGA GTG GTC CTC TGC TGC TGG CGC CAT GGC TCT 1782 
SLLMVITGVVLCC W R H G S 

CTC TCT AAG CAA AAG AAC TTG GTC CGG ATC CCA GGA AGC AGC GAG GGT TCC AGT 1836 
LSKQKNLVRIPGSSEGSS 

TCA CGT GGC CCT GAG GAG GAG ACA GGC AGC AGT GAG GAC CGG GGT CCC ATT GTG 1890 
SRGPEEETGSSEDRGPIV 

CAC ACC GAC CAC AGT GAT TTG GTT CTT GAG GAA AAA GAG GCT CTG GAG ACA AAG 1944 
HTDHSDLVLEEKEALETK 

GAT CCA ACC AAC GGT TAC TAC AAG GTT CGA GGG GTC AGT GTG AGC CTT AGC CTT 1998 
DPTNGYYKVRGVSVSLSL 

GGG GAA GCT CCT GGA GGA GGC CTC TTC TTG CCA CCG CCC TCT CCG ATC GGT CTC 2052 
GEAPGGGLFLPPPSPIGL 

CCA GGG ACT CCT ACT TAC TAT GAC TTC AAG CCA CAT CTG GAC TTA GTC CCT CCC 2106 
PGTPTYYDFKPHLDLVPP 

TGC AGA CTG TAC AGA GCG AGG GCA GGT TAT CTT ACC ACC CCC CAT CCC CGT GCC 2160 
CRLYRARAGYLTTPHPRA 

TTC ACC AGC TAC ATG AAA CCC ACA TCC TTT GGA CCC CCA GAT TTG AGC TCT GGA 2214 
FTSYMRPTSFGPPDLSSG 

ACT CCC CCC TTC CCG TAT GCT ACC TTG TCT CCA CCC AGC CAC CAG CGT CTC CAG 2268 
TPPFPYATLSPPSHQRLQ 

ACT CAT GTG TGA ATC CAT CTC TCC AAG TGA AGG GTC. TTG GAA TCT TCT GTT TGC 2322 

T H V * 

CAT ATA GTG TGT TGT CCA GAT TTC TGG GGA GTC AGA ACA AGT TGA TGA CCA ACC 2376 

CCT CCA AAA CTG AAC ATT GAA GGA GGG AAA GAT CAT TAC AAG CAT CAG GAC TGT 2430 

TGG TGT ACA CTC AGT TCA GCC AAA "GTG GAT TCT CCA AGT GGG AGC AAT ATG GCC 2484 

GCT TTC CCA TGA GAA AGA CAT TCA AGA TGG TGA CTA AAT GAC TAA ATA CTT TGC 2538 

AGA GGG ACA AAG ATG GGA ACT AGG GAT ACG GAT GGA AGT AGT AGA GAA GAT ATA 2592 

TGA CCA TCT GCA TCA AGA GGA AGG ATA ACA TAT GAC AAA TCA AGA TGA AAG AAA 2646 

TAA TCC ACC CCA CCC CCA CCG CGT CCT GGC CAA TAA GTA TAG CCT ACA TGG CTG 2700 

TTC ATT ATC TGG GAA CCA AAA TGG CCA CTA TCT TGA CTC CTT CCT TAA AGA TAC 2754 

AGA AAG AAT TGA ATC CAA GGA ATG GGG TAG GGT GGA AAT AGA AGA AAT GAA GGG 2808 

GAC TCT TGG GCT AAG AAT ACT TAT GTT TAA TAA TAA AAG GGG GAG GCA AAG ATG 2862 

CAA AAA AAA AAA AAA AA 2876 
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GAG AGA ATT GTG TGC AGA GAG AGG CTC CAG TCC AGC GTG GTG TGA GAG GCG TGC 54 

TAT CAA GAA AGA AGT TGG AGG GGA ACC AGT GCA ACC CTA ACT CTA CGA GAT CTT 108 

GGG GTA CAC ACA CTC GGG ATG CTG GCC TCC GCC CTC CTC GTT TTC CTT TGC TGT 162 

MI. ASALT. VFL C C 

TTC AAA GGA CAT GCA GGG TGG TCC CGG TAC TGG ATA TCG GGG AAT TCA GCC AGT 216 
F K G H A GWSRYWISGNSAS 

GGC CAG CAT GAC CTC CAC ATT AAG CCT GTG GAA TTG GAA GAT GAG GCA TCG TAT 270 
GQHDLHIKPVELEDEASY 

GAG TGC CAG GCT TCG CAA GCA GGT CTC CGA TCA CGA CCA GCC CAA CTG CAC GTG 324 
ECQASQAGLRSRPAQLHV 

ATG GTC CCC CCA GAA GCT CCC CAG GTA CTA GGC GGC CCC TCT GTG TOT CTG GTT 378 
MVPPEAPQVLGGPSVSLV 

GCT GGA GTT CCT GGA AAT CTG ACC TGT CGG AGT CGT GGG GAT TCC CGA CCT GCC 432 
AGVPGNLTCRSRGDSRPA 

CCT GAA CTA CTG TGG TTC CGA GAT GGG ATC CGG CTG GAT GCG AGC AGC TTC CAC 486 
PELLWFRDGIRLDASSFH 

CAG ACC ACG CTG AAG GAC AAG GCC ACT GGA ACA GTG GAA AAC ACC TTA TTC CTG 540 
QTTLKDKATGTVENTLFL 

ACC CCT TCC AGT CAT GAT GAT GGC GCC ACC TTG ATC TGC AGA GCG CGA AGC CAG 594 
TPSSHDDGATLICRARSQ 

GCC CTG CCC ACA GGG AGG GAC ACA GCT GTT ACA CTG AGC CTT CAG TAT CCC CCA 648 
ALPTGRDTAVTLSLQYPP 

ATG GTG ACT CTG TCT GCT GAG CCC CAG ACT GTG CAG GAG GGA GAG AAG GTG ACT 702 
MVTLSAEPQTVQEGEKVT 

TTC CTG TGT CAA GCC ACT GCC CAG CCT CCT GTC ACT GGC TAC AGG TGG GCG AAG 756 
FLCQATAQPPVTGYRWAK 

GGG GGA TCC CCG GTG CTC GGG GCA CGT GGG CCA AGG TTG GAG GTC GTT GCA GAT 810 
GGSPVLGARGPRLEYVAD 

GCC ACT TTC CTG ACT GAG CCG GTG TCC TGC GAG GTC AGC AAC GCG GTC GGA AGC 864 
ATFLTEPVSCEVSNAVGS 

GCC AAC CGC AGC ACG GCG CTG GAA GTG TTG TAT GGA CCC ATT CTG CAG GCA AAA 918 
ANRSTALEVLYGPILQAK 

CCT AAG TCC GTG TCC GTG GAC GTG GGG AAA GAT GCC TCC TTC AGC TGT GTC TGG 972 
PKSVSVDVGKDASFSCVW 

CGC GGG AAC CCA CTT CCA CGG ATA ACC TGG ACC CGC ATG GGT GGC TCT CAG GTG 1026 
RGNPLPRITWTRMGGSQV 

CTG AGC TCC GGG CCC ACG CTG CGG CTT CCG TCC GTG GCA CTG GAG GAT GCG GGC 1080 
LSSGPTLRLPSVALEDAG 

GAC TAT GTA TGC AGG GCT GAG CCG AGG AGA ACG GGT CTG GGA GGC GGC AAA GCG 1134 
DYYCRAEPRRTGLGGGKA 

CAG GCG AGG CTG ACT GTG AAC GCA CCC CCT GTA GTG ACA GCC CTG CAA CCT GCA 1188 
QARLTVNAPPVVTA L Q P A 



wo 2004/038018 



PCT/JP2003/013420 



4/14 

1114 



CCA GCC TTT CTG AGG GGT CCT GCT CGC CTC CAG TGT GTG GTG TTT GCC TCC CCT 1242 
PAFLRGPARLQCVVFASP 

GCC CCA GAC TCG GTG GTT TGG TCT TGG GAC GAG GGC TTC TTG GAG GCA GGC TCA 1296 
APDSVVWSWDEGFLEAGS 

CTG GGC AGG TTC CTA GTG GAA GCC TTC CCA GCC CCG GAA GTG GAG GGG GGA CAG 1350 
LGRFLVEAFPAPEVEGGQ 

GGC CCT GGC CTT ATT TCT GTG CTA CAC ATT TCC GGA ACC CAG GAG TCC GAC TTT 1404 
GPGLISVLHISGTQE.SDF 

ACC ACC GGC TTC AAC TGC AGT GCC CGC AAC CGG CTA GGA GAG GGA CGA GTC CAG 1458 
TTGFNCSARNRLGEGRVQ 

ATC CAC TTG GGC CGT AGA GAT TTG CTG CCT ACT GTC CGG ATT GTG GCT GGT GCA 1512 
IHLGRRDLLPTVRIVAGA 

GCA TCT GCA GCC ACC TCT CTC CTT ATG GTC ATC ACT GGA GTG GTC CTC TGC TGC 1566 
A SAATSLT. MVTTG Y 1 L C C 

TGG CGC CAT GGC TCT CTC TCT AAG CAA AAG AAC TTG GTC CGG ATC CCA GGA AGC 1620 
WRHGSLSKQKNLVRIPGS 

AGC GAG GGT TCC AGT TCA CGT GGC CCT GAG GAG GAG ACA GGC AGC AGT GAG GAC 1674 
SEGSSSRGFEEETGSSED 

CGG GGT CCC ATT GTG CAC ACC GAC CAC AGT GAT TTG GTT CTT GAG GAA AAA GAG 1728 
RGPIVHTDHSDLVLEEKE 

GCT CTG GAG ACA AAG GAT CCA ACC AAC GGT TAC TAC AAG GTT CGA GGG GTC AGT 1782 
ALETKDFTNGYYKVRGVS 

GTG AGC CTT AGC CTT GGG GAA GCT CCT GGA GGA GGC CTC TTC TTG CCA CCG CCC 1836 
VSLSLGEAPGGGLFLPPP 

TCT CCG ATC GGT CTC CCA GGG ACT CCT ACT TAC TAT GAC TTC AAG CCA CAT CAG 1890 
SPIGLPGTPTYYDFKPHQ 

GAC TTA GTC CCT CCC TGC AGA CTG TAC AGA GCG AGG GCA GGT TAT CTT ACC ACC 1944 
DLVPPCRLYRARAGYLTT 

CCC CAT CCC CGT GCC TTC ACC AGC TAC ATG AAA CCC ACA TCC TTT GGA CCC CCA 1998 
PHPRAFTSYMKPTSFGPP 

GAT TTG AGC TCT GGA ACT CCC CCC TTC CCG TAT GCT ACC TTG TCT CCA CCC AGC 2052 
DLSSGTPPFPYATLSPPb 

CAC CAG CGT CTC CAG ACT CAT GTG TGA ATC CAT CTC TCC AAG TGA AGG GTC TTG 2106 
HQRLQTHV* 

GAA TCT TCT GH TGC CAT ATA GTG TGT TGT CCA GAT TTC TGG GGA GTC AGA ACA 2160 

AGT TGA TGA CCA ACC CCT CCA AAA CTG AAC ATT GAA GGA GGG AAA GAT CAT TAC 2214 

AAG CAT CAG GAC TGT TGG TGT ACA CTC AG 2241 
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SEQUENCE LISTING 

<110> Eisai Co., Ltd. 

<120> Gene specifically expressed in postmitotic dopaminergic 
neuronal precursor 

<130> E1-A0203P 

<150> JP 2002-307573 
<151> 2002-10-22 

<160> 28 

<170> Patentin Ver. 2. 1 

<210> 1 
<211> 2876 
<212> DNA 
<213> mouse 

<400> 1 

gatgagccag atttcgggga ctctgggcca gacataaaat cttccagccc ggagagaatt 60 

gtgtgcagag aggggctcca gtccagcgtg gtgtgagagg cgtgctatca agaaagaagt 120 

tggaggggaa ccagtgcaac cctaactcta cgagatcttg gggtacacac actcgggatg 180 

ctggcctccg ccctcctcgt tttcctttgc tgtttcaaag gacatgcagg ctcatcgccc 240 
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catttcctac aacagccaga ggacatggtg gtgctgttgg gggaggaagc ccggctgccc 300 
tgcgctctgg gcgcgtacag ggggctcgtg cagtggacta aggatgggct ggctctaggg 360 
ggcgaaagag accttccagg gtggtcccgg tactggatat cggggaattc agccagtggc 420 
cagcatgacc tccacattaa gcctgtggaa ttggaagatg aggcatcgta tgagtgccag 480 
gcttcgcaag caggtctccg atcacgacca gcccaactgc acgtgatggt ccccccagaa 540 
gctccccagg tactaggcgg cccctctgtg tctctggttg ctggagttcc tggaaatctg 600 
acctgtcgga gtcgtgggga ttcccgacct gcccctgaac tactgtggtt ccgagatggg 660 
atccggctgg atgcgagcag cttccaccag accacgctga aggacaaggc cactggaaca 720 
gtggaaaaca ccttattcct gaccccttcc agtcatgatg atggcgccac cttgatctgc 780 
agagcgcgaa gccaggccct gcccacaggg agggacacag ctgttacact gagccttcag 840 
tatcccccaa tggtgactct gtctgctgag ccccagactg tgcaggaggg agagaaggtg 900 
actttcctgt gtcaagccac tgcccagcct cctgtcactg gctacaggtg ggcgaagggg 960 
ggatccccgg tgctcggggc acgtgggcca aggttggagg tcgttgcaga tgccactttc 1020 
ctgactgagc cggtgtcctg cgaggtcagc aacgcggtcg gaagcgccaa ccgcagcacg 1080 
gcgctggaag tgttgtatgg acccattctg caggcaaaac ctaagtccgt gtccgtggac 1140 
gtggggaaag atgcctcctt cagctgtgtc tggcgcggga acccacttcc acggataacc 1200 
tggacccgca tgggtggctc tcaggtgctg agctccgggc ccacgctgcg gcttccgtcc 1260 
gtggcactgg aggatgcggg cgactatgta tgcagggctg agccgaggag aacgggtctg 1320 
ggaggcggca aagcgcaggc gaggctgact gtgaacgcac cccctgtagt gacagccctg 1380 
caacctgcac cagcctttct gaggggtcct gctcgcctcc agtgtgtggt gtttgcctcc 1440 
cctgccccag actcggtggt ttggtcttgg gacgagggct tcttggaggc aggctcactg 1500 
ggcaggttcc tagtggaagc cttcccagcc ccggaagtgg aggggggaca gggccctggc 1560 
cttatttctg tgctacacat ttccggaacc caggagtccg actttaccac cggcttcaac 1620 
tgcagtgccc gcaaccggct aggagaggga cgagtccaga tccacttggg ccgtagagat 1680 
ttgctgccta ctgtccggat tgtggctggt gcagcatctg cagccacctc tctccttatg 1740 
gtcatcactg gagtggtcct ctgctgctgg cgccatggct ctctctctaa gcaaaagaac 1800 
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ttggtccgga tcccaggaag cagcgagggt tccagttcac gtggccctga ggaggagaca 1860 
ggcagcagtg aggaccgggg tcccattgtg cacaccgacc acagtgattt ggttcttgag 1920 
gaaaaagagg ctctggagac aaaggatcca accaacggtt actacaaggt tcgaggggtc 1980 
agtgtgagcc ttagccttgg ggaagctcct ggaggaggcc tcttcttgcc accgccctct 2040 
ccgatcggtc tcccagggac tcctacttac tatgacttca agccacatct ggacttagtc 2100 
cctccctgca gactgtacag agcgagggca ggttatctta ccacccccca tccccgtgcc 2160 
ttcaccagct acatgaaacc cacatccttt ggacccccag atttgagctc tggaactccc 2220 
cccttcccgt atgctacctt gtctccaccc agccaccagc gtctccagac tcatgtgtga 2280 
atccatctct ccaagtgaag ggtcttggaa tcttctgttt gccatatagt gtgttgtcca 2340 
gatttctggg gagtcagaac aagttgatga ccaacccctc caaaactgaa cattgaagga 2400 
gggaaagatc attacaagca tcaggactgt tggtgtacac tcagttcagc caaagtggat 2460 
tctccaagtg ggagcaatat ggccgctttc ccatgagaaa gacattcaag atggtgacta 2520 
aatgactaaa tactttgcag agggacaaag atgggaacta gggatacgga tggaagtagt 2580 
agagaagata tatgaccatc tgcatcaaga ggaaggataa catatgacaa atcaagatga 2640 
aagaaataat ccaccccacc cccaccgcgt cctggccaat aagtatagcc tacatggctg 2700 
ttcattatct gggaaccaaa atggccacta tcttgactcc ttccttaaag atacagaaag 2760 
aattgaatcc aaggaatggg gtagggtgga aatagaagaa atgaagggga ctcttgggct 2820 
aagaatactt atgtttaata ataaaagggg gaggcaaaga tgcaaaaaaa aaaaaa 2876 



<210> 2 
<211> 2243 
<212> DNA 
<213> mouse 



<400> 2 
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gagagaattg tgtgcagaga gaggctccag tccagcgtgg tgtgagaggc gtgctatcaa 60 
gaaagaagtt ggaggggaac cagtgcaacc ctaactctac gagatcttgg ggtacacaca 120 
ctcgggatgc tggcctccgc cctcctcgtt ttcctttgct gtttcaaagg acatgcaggg 180 
tggtcccggt actggatatc ggggaattca gccagtggcc agcatgacct ccacattaag 240 
cctgtggaat tggaagatga ggcatcgtat gagtgccagg cttcgcaagc aggtctccga 300 
tcacgaccag cccaactgca cgtgatggtc cccccagaag ctccccaggt actaggcggc 360 
ccctctgtgt ctctggttgc tggagttcct ggaaatctga cctgtcggag tcgtggggat 420 
tcccgacctg cccctgaact actgtggttc cgagatggga tccggctgga tgcgagcagc 480 
ttccaccaga ccacgctgaa ggacaaggcc actggaacag tggaaaacac cttattcctg 540 
accccttcca gtcatgatga tggcgccacc ttgatctgca gagcgcgaag ccaggccctg 600 
cccacaggga gggacacagc tgttacactg agccttcagt atcccccaat ggtgactctg 660 
tctgctgagc cccagactgt gcaggaggga gagaaggtga ctttcctgtg tcaagccact 720 
gcccagcctc ctgtcactgg ctacaggtgg gcgaaggggg gatccccggt gctcggggca 780 
cgtgggccaa ggttggaggt cgttgcagat gccactttcc tgactgagcc ggtgtcctgc 840 
gaggtcagca acgcggtcgg aagcgccaac cgcagcacgg cgctggaagt gttgtatgga 900 
cccattctgc aggcaaaacc taagtccgtg tccgtggacg tggggaaaga tgcctccttc 960 
agctgtgtct ggcgcgggaa cccacttcca cggataacct ggacccgcat gggtggctct 1020 
caggtgctga gctccgggcc cacgctgcgg cttccgtccg tggcactgga ggatgcgggc 1080 
■gactatgtat gcagggctga gccgaggaga acgggtctgg gaggcggcaa agcgcaggcg 1140 
aggctgactg tgaacgcacc ccctgtagtg acagccctgc aacctgcacc agcctttctg 1200 
aggggtcctg ctcgcctcca gtgtgtggtg tttgcctccc ctgccccaga ctcggtggtt 1260 
tggtcttggg acgagggctt cttggaggca ggctcactgg gcaggttcct agtggaagcc 1320 
ttcccagccc cggaagtgga ggggggacag ggccctggcc ttatttctgt gctacacatt 1380 
tccggaaccc aggagtccga ctttaccacc ggcttcaact gcagtgcccg caaccggcta 1440 
ggagagggac gagtccagat ccacttgggc cgtagagatt tgctgcctac tgtccggatt 1500 
gtggctggtg cagcatctgc agccacctct ctccttatgg tcatcactgg agtggtcctc 1560 
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tgctgctggc gccatggctc tctctctaag caaaagaact tggtccggat cccaggaagc 1620 
agcgagggtt ccagttcacg tggccctgag gaggagacag gcagcagtga ggaccggggt 1680 
cccattgtgc acaccgacca cagtgatttg gttcttgagg aaaaagaggc tctggagaca 1740 
aaggatccaa ccaacggtta ctacaaggtt cgaggggtca gtgtgagcct tagccttggg 1800 
gaagctcctg gaggaggcct cttcttgcca ccgccctctc cgatcggtct cccagggact 1860 
cctacttact atgacttcaa gccacatcag gacttagtcc ctccctgcag actgtacaga 1920 
gcgagggcag gttatcttac caccccccat ccccgtgcct tcaccagcta catgaaaccc 1980 
acatcctttg gacccccaga tttgagctct ggaactcccc ccttcccgta tgctaccttg 2040 
tctccaccca gccaccagcg tctccagact catgtgtgaa tccatctctc caagtgaagg 2100 
gtcttggaat cttctgtttg ccatatagtg tgttgtccag atttctgggg agtcagaaca 2160 
agttgatgac caacccctcc aaaactgaac attgaaggag ggaaagatca ttacaagcat 2220 
caggactgtt ggtgtacact cag 2243 



<210> 3 
<211> 700 
<212> PRT 
<213> mouse 

<400> 3 

Met Leu Ala Ser Ala Leu Leu Val Phe Leu Cys Cys Phe Lys Gly His 
15 10 15 

Ala Gly Ser Ser Pro His Phe Leu Gin Gin Pro Glu Asp Met Val Val 
20 25 30 
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Leu Leu Gly Glu Glu Ala Arg Leu Pro Cys Ala Leu Gly Ala Tyr Arg 
35 40 45 

Gly Leu Val Gin Trp Thr Lys Asp Gly Leu Ala Leu Gly Gly Glu Arg 
50 55 60 

Asp Leu Pro Gly Trp Ser Arg Tyr Trp He Ser Gly Asn Ser Ala Ser 
65 70 75 80 

Gly Gin His Asp Leu His lie Lys Pro Val Glu Leu Glu Asp Glu Ala 
85 90 95 

Ser Tyr Glu Cys Gin Ala Ser Gin Ala Gly Leu Arg Ser Arg Pro Ala 
100 105 110 

Gin Leu His Val Met Val Pro Pro Glu Ala Pro Gin Val Leu Gly Gly 
115 120 125 

Pro Ser Val Ser Leu Val Ala Gly Val Pro Gly Asn Leu Thr Cys Arg 
130 135 140 

Ser Arg Gly Asp Ser Arg Pro Ala Pro Glu Leu Leu Trp Phe Arg Asp 
145 150 155 160 



Gly He Arg Leu Asp Ala Ser Ser Phe His Gin Thr Thr Leu Lys Asp 
165 170 175 
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Lys Ala Thr Gly Thr Val Glu Asn Thr Leu Phe Leu Thr Pro Ser Ser 
180 185 190 

His Asp Asp Gly Ala Thr Leu lie Cys Arg Ala Arg Ser Gin Ala Leu 
195 200 205 

Pro Thr Gly Arg Asp Thr Ala Val Thr Leu Ser Leu Gin Tyr Pro Pro 
210 215 220 

Met Val Thr Leu Ser Ala Glu Pro Gin Thr Val Gin Glu Gly Glu Lys 
225 230 235 240 

Val Thr Phe Leu Cys Gin Ala Thr Ala Gin Pro Pro Val Thr Gly Tyr 
245 250 255 

Arg Trp Ala Lys Gly Gly Ser Pro Val Leu Gly Ala Arg Gly Pro Arg 
260 265 270 

Leu Glu Val Val Ala Asp Ala Thr Phe Leu Thr Glu Pro Val Ser Cys 
275 280 285 

Glu Val Ser Asn Ala Val Gly Ser Ala Asn Arg Ser Thr Ala Leu Glu 
290 295 300 

Val Leu Tyr Gly Pro He Leu Gin Ala Lys Pro Lys Ser Val Ser Val 
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305 310 315 320 

Asp Yal Gly Lys Asp Ala Ser Phe Ser Cys Val Trp Arg Gly Asn Pro 
325 330 335 

Leu Pro Arg He Thr Trp Thr Arg Met Gly Gly Ser Gin Val Leu Ser 
340 345 350 

Ser Gly Pro Thr Leu Arg Leu Pro Ser Val Ala Leu Glu Asp Ala Gly 

355 360 365 

Asp Tyr Val Cys Arg Ala Glu Pro Arg Arg Thr Gly Leu Gly Gly Gly 
370 375 380 

Lys Ala Gin Ala Arg Leu Thr Val Asn Ala Pro Pro Val Val Thr Ala 
385 390 395 400 

Leu Gin Pro Ala Pro Ala Phe Leu Arg Gly Pro Ala Arg Leu Gin Cys 
405 410 415 

Val Val Phe Ala Ser Pro Ala Pro Asp Ser Val Val Trp Ser Trp Asp 

420 425 430 



Glu Gly Phe Leu Glu Ala Gly Ser Leu Gly Arg Phe Leu Val Glu Ala 
435 440 445 
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Phe Pro Ala Pro Glu Val Glu Gly Gly Gin Gly Pro Gly Leu He Ser 
450 455 460 

Val Leu His He Ser Gly Thr Gin Glu Ser Asp Phe Thr Thr Gly Phe 
465 470 475 480 

Asn Cys Ser Ala Arg Asn Arg Leu Gly Glu Gly Arg Val Gin He His 
485 490 495 

Leu Gly Arg Arg Asp Leu Leu Pro Thr Val Arg He Val Ala Gly Ala 
500 505 510 

Ala Ser Ala Ala Thr Ser Leu Leu Met Val He Thr Gly Val Val Leu 
515 520 525 

Cys Cys Trp Arg His Gly Ser Leu Ser Lys Gin Lys Asn Leu Val Arg 
530 535 540 

He Pro Gly Ser Ser Glu Gly Ser Ser Ser Arg Gly Pro Glu Glu Glu 
545 550 555 560 

Thr Gly Ser Ser Glu Asp Arg Gly Pro He Val His Thr Asp His Ser 
565 570 575 



Asp Leu Val Leu Glu Glu Lys Glu Ala Leu Glu Thr Lys Asp Pro Thr 
580 585 590 
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Asn Gly Tyr Tyr Lys Val Arg Gly Val Ser Val Ser Leu Ser Leu Gly 
595 600 605 

Glu Ala Pro Gly Gly Gly Leu Phe Leu Pro Pro Pro Ser Pro He Gly 
610 615 620 

Leu Pro Gly Thr Pro Thr Tyr Tyr Asp Phe Lys Pro His Leu Asp Leu 
625 630 635 640 

Val Pro Pro Cys Arg Leu Tyr Arg Ala Arg Ala Gly Tyr Leu Thr Thr 
645 650 655 

Pro His Pro Arg Ala Phe Thr Ser Tyr Met Lys Pro Thr Ser Phe Gly 
660 665 670 

Pro Pro Asp Leu Ser Ser Gly Thr Pro Pro Phe Pro Tyr Ala Thr Leu 
675 680 685 

Ser Pro Pro Ser His Gin Arg Leu Gin Thr His Val 
690 695 700 



<210> 4 
<211> 650 
<212> PRT 
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<213> mouse 
<400> 4 

Met Leu Ala Ser Ala Leu Leu Val Phe Leu Cys Cys Phe Lys Gly His 
15 10 15 

Ala Gly Trp Ser Arg Tyr Trp He Ser Gly Asn Ser Ala Ser Gly Gin 
20 25 30 

His Asp Leu His lie Lys Pro Val Glu Leu Glu Asp Glu Ala Ser Tyr 
35 40 45 

Glu Cys Gin Ala Ser Gin Ala Gly Leu Arg Ser Arg Pro Ala Gin Leu 
50 55 60 

His Val Met Val Pro Pro Glu Ala Pro Gin Val Leu Gly Gly Pro Ser 
65 70 75 80 

Val Ser Leu Val Ala Gly Val Pro Gly Asn Leu Thr Cys Arg Ser Arg 

85 90 95 

Gly Asp Ser Arg Pro Ala Pro Glu Leu Leu Trp Phe Arg Asp Gly He 
100 105 110 



Arg Leu Asp Ala Ser Ser Phe His Gin Thr Thr Leu Lys Asp Lys Ala 
115 120 .125 
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Thr Gly Thr Val Glu Asn Thr Leu Phe Leu Thr Pro Ser Ser His Asp 
130 135 140 

Asp Gly Ala Thr Leu He Cys Arg Ala Arg Ser Gin Ala Leu Pro Thr 
145 150 155 160 

Gly Arg Asp Thr Ala Val Thr Leu Ser Leu Gin Tyr Pro Pro Met Val 
165 170 175 

Thr Leu Ser Ala Glu Pro Gin Thr Val Gin Glu Gly Glu Lys Val Thr 
180 185 190 

Phe Leu Cys Gin Ala Thr Ala Gin Pro Pro Val Thr Gly Tyr Arg Trp 
195 200 205 

Ala Lys Gly Gly Ser Pro Val Leu Gly Ala Arg Gly Pro Arg Leu Glu 
210 215 220 

Val Val Ala Asp Ala Thr Phe Leu Thr Glu Pro Val Ser Cys Glu Val 
225 230 235 240 

Ser Asn Ala Val Gly Ser Ala Asn Arg Ser Thr Ala Leu Glu Val Leu 
245 250 255 

Tyr Gly Pro He Leu Gin Ala Lys Pro Lys Ser Val Ser Val Asp Val 
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260 265 270 

Gly Lys Asp Ala Ser Phe Ser Cys Val Trp Arg Gly Asn Pro Leu Pro 
275 280 285 

Arg He Thr Trp Thr Arg Met Gly Gly Ser Gin Val Leu Ser Ser Gly 
290 295 300 

Pro Thr Leu Arg Leu Pro Ser Val Ala Leu Glu Asp Ala Gly Asp Tyr 
305 310 315 320 

Val Cys Arg Ala Glu Pro Arg Arg Thr Gly Leu Gly Gly Gly Lys Ala 

325 330 335 

Gin Ala Arg Leu Thr Val Asn Ala Pro Pro Val Val Thr Ala Leu Gin 
340 345 350 

Pro Ala Pro Ala Phe Leu Arg Gly Pro Ala Arg Leu Gin Cys Val Val 
355 360 365 

Phe Ala Ser Pro Ala Pro Asp Ser Val Val Trp Ser Trp Asp Glu Gly 
370 375 380 



Phe Leu Glu Ala Gly Ser Leu Gly Arg Phe Leu Val Glu Ala Phe Pro 
385 390 395 400 
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Ala Pro Glu Val Glu Gly Gly Gin Gly Pro Gly Leu He Ser Val Leu 
405 410 415 

His He Ser Gly Thr Gin Glu Ser Asp Phe Thr Thr Gly Phe Asn Cys 
420 425 430 

Ser Ala Arg Asn Arg Leu Gly Glu Gly Arg Val Gin He His Leu Gly 
435 440 445 

Arg Arg Asp Leu Leu Pro Thr Val Arg He Val Ala Gly Ala Ala Ser 
450 455 460 

Ala Ala Thr Ser Leu Leu Met Val He Thr Gly Val Val Leu Cys Cys 
465 470 475 480 

Trp Arg His Gly Ser Leu Ser Lys Gin Lys Asn Leu Val Arg He Pro 
485 490 495 

Gly Ser Ser Glu Gly Ser Ser Ser Arg Gly Pro Glu Glu Glu Thr Gly 
500 505 510 

Ser Ser Glu Asp Arg Gly Pro He Val His Thr Asp His Ser Asp Leu 
515 520 525 



Val Leu Glu Glu Lys Glu Ala Leu Glu Thr Lys Asp Pro Thr Asn Gly 
530 535 540 
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Tyr Tyr Lys Val Arg Gly Val Ser Val Ser Leu Ser Leu Gly Glu Ala 
545 550 555 560 

Pro Gly Gly Gly Leu Phe Leu Pro Pro Pro Ser Pro He Gly Leu Pro 
565 570 575 

Gly Thr Pro Thr Tyr Tyr Asp Phe Lys Pro His Gin Asp Leu Val Pro 
580 585 590 

Pro Cys Arg Leu Tyr Arg Ala Arg Ala Gly Tyr Leu Thr Thr Pro His 
595 600 605 

Pro Arg Ala Phe Thr Ser Tyr Met Lys Pro Thr Ser Phe Gly Pro Pro 
610 615 620 

Asp Leu Ser Ser Gly Thr Pro Pro Phe Pro Tyr Ala Thr Leu Ser Pro 
625 630 635 640 

Pro Ser His Gin Arg Leu Gin Thr His Val 
645 650 



<210> 5 
<211> 2980 
<212> DNA 
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<213> Homo sapiens 
<400> 5 

cccagagacc caggccgcgg aactggcagg cgtttcagag cgtcagaggc tgcggatgag 60 
cagacttgga ggactccagg ccagagacta ggctgggcga agagtcgagc gtgaaggggg 120 
ctccgggcca gggtgacagg aggcgtgctt gagaggaaga agttgacggg aaggccagtg 180 
cgacggcaaa tctcgtgaac cttgggggac gaatgctcag gatgcgggtc cccgccctcc 240 
tcgtcctcct cttctgcttc agagggagag caggcccgtc gccccatttc ctgcaacagc 300 
cagaggacct ggtggtgctg ctgggggagg aagcccggct gccgtgtgct ctgggcgcct 360 
actgggggct agttcagtgg actaagagtg ggctggccct agggggccaa agggacctac 420 
cagggtggtc ccggtactgg atatcaggga atgcagccaa tggccagcat gacctccaca 480 
ttaggcccgt ggagctagag gatgaagcat catatgaatg tcaggctaca caagcaggcc 540 
tccgctccag accagcccaa ctgcacgtgc tggtcccccc agaagccccc caggtgctgg 600 
gcggcccctc tgtgtctctg gttgctggag ttcctgcgaa cctgacatgt cggagccgtg 660 
gggatgcccg ccctacccct gaattgctgt ggttccgaga tggggtcctg ttggatggag 720 
ccaccttcca tcagaccctg ctgaaggaag ggacccctgg gtcagtggag agcaccttaa 780 
ccctgacccc tttcagccat gatgatggag ccacctttgt ctgccgggcc cggagccagg 840 
ccctgcccac aggaagagac acagctatca cactgagcct gcagtacccc ccagaggtga 900 
ctctgtctgc ttcgccacac actgtgcagg agggagagaa ggtcattttc ctgtgccagg 960 
ccacagccca gcctcctgtc acaggctaca ggtgggcaaa agggggctct ccggtgctcg 1020 
gggcccgcgg gccaaggtta gaggtcgtgg cagacgcctc gttcctgact gagcccgtgt 1080 
cctgcgaggt cagcaacgcc gtgggtagcg ccaaccgcag tactgcgctg gatgtgctgt 1140 
ttgggccgat tctgcaggca aagccggagc ccgtgtccgt ggacgtgggg gaagacgctt 1200 
ccttcagctg cgcctggcgc gggaacccgc ttccacgggt aacctggacc cgccgcggtg 1260 
gcgcgcaggt gctgggctct ggagccacac tgcgtcttcc gtcggtgggg cccgaggacg 1320 
caggcgacta tgtgtgcaga gctgaggctg ggctatcggg cctgcggggc ggcgccgcgg 1380 
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aggctcggct gactgtgaac gctcccccag tagtgaccgc cctgcactct gcgcctgcct 1440 
tcctgagggg ccctgctcgc ctccagtgtc tggttttcgc ctctcccgcc ccagatgccg 1500 
tggtctggtc ttgggatgag ggcttcctgg aggcggggtc gcagggccgg ttcctggtgg 1560 
agacattccc tgccccagag agccgcgggg gactgggtcc gggcctgatc tctgtgctac 1620 
acatttcggg gacccaggag tctgacttta gcaggagctt taactgcagt gcccggaacc 1680 
ggctgggcga gggaggtgcc caggccagcc tgggccgtag agacttgctg cccactgtgc 1740 
ggatagtggc cggagtggcc gctgccacca caactctcct tatggtcatc actggggtgg 1800 
ccctctgctg ctggcgccac agcaaggcct cagcctcttt ctccgagcaa aagaacctga 1860 
tgcgaatccc tggcagcagc gacggctcca gttcacgagg tcctgaagaa gaggagacag 1920 
gcagccgcga ggaccggggc cccattgtgc acactgacca cagtgatctg gttctggagg 1980 
agaaagggac tctggagacc aaggacccaa ccaacggtta ctacaaggtc cgaggagtca 2040 
gtgtgagcct gagccttggc gaagcccctg gaggaggtct cttcctgcca ccaccctccc 2100 
cccttgggcc cccagggacc cctaccttct atgacttcaa cccacacctg ggcatggtcc 2160 
ccccctgcag actttacaga gccagggcag gctatctcac cacaccccac cctcgagctt 2220 
tcaccagcta catcaaaccc acatcctttg ggcccccaga tctggccccc gggactcccc 2280 
ccttcccata tgctgccttc cccacaccta gccacccgcg tctccagact cacgtgtgac 2340 
atctttccaa tggaagagtc ctgggatctc caacttgcca taatggattg ttctgatttc 2400 
tgaggcgcca ggacaagttg gcgaccttac tcctccaaaa ctgaacacaa ggggagggaa 2460 
agatcattac atttgtcagg agcatttgta tacagtcagc tcagccaaag gagatgcccc 2520 
aagtgggagc aacatggcca cccaatatgc ccacctattc cccggtgtaa aagagattca 2580 
agatggcagg taggcccttt gaggagagat ggggacaggg cagtgggtgt tgggagtttg 2640 
gggccgggat ggaagttgtt tctagccact gaaagaagat atttcaagat gaccatctgc 2700 
attgagagga aaggtagcat aggatagatg aagatgaaga gcataccagg ccccaccctg 2760 
gctctccctg aggggaactt tgctcggcca atggaaatgc agccaagatg gccatatact 2820 
ccctaggaac ccaagatggc caccatcttg attttacttt ccttaaagac tcagaaagac 2880 
ttggacccaa ggagtgggga tacagtgaga attaccactg ttggggcaaa atattgggat 2940 
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aaaaatattt atgtttaata ataaaaaaaa gtcaaagagg 2980 



<210> 6 

<211> 708 

<212> PRT 

<213> Homo sapiens 

<400> 6 

Met Leu Arg Met Arg Val Pro Ala Leu Leu Val Leu Leu Phe Cys Phe 
15 10 15 

Arg Gly Arg Ala Gly Pro Ser Pro His Phe Leu Gin Gin Pro Glu Asp 
20 25 30 

Leu Val Val Leu Leu Gly Glu Glu Ala Arg Leu Pro Cys Ala Leu Gly 
35 40 45 

Ala Tyr Trp Gly Leu Val Gin Trp Thr Lys Ser Gly Leu Ala Leu Gly 
50 55 60 

Gly Gin Arg Asp Leu Pro Gly Trp Ser Arg Tyr Trp He Ser Gly Asn 
65 70 75 80 



Ala Ala Asn Gly Gin His Asp Leu His He Arg Pro Val Glu Leu Glu 
85 90 95 
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Asp Glu Ala Ser Tyr Glu Cys Gin Ala Thr Gin Ala Gly Leu Arg Ser 
100 105 110 

Arg Pro Ala Gin Leu His Val Leu Val Pro Pro Glu Ala Pro Gin Val 
115 120 125 

Leu Gly Gly Pro Ser Val Ser Leu Val Ala Gly Val Pro Ala Asn Leu 
130 135 140 

Thr Cys Arg Ser Arg Gly Asp Ala Arg Pro Thr Pro Glu Leu Leu Trp 
145 150 155 160 

Phe Arg Asp Gly Val Leu Leu Asp Gly Ala Thr Phe His Gin Thr Leu 
165 170 175 

Leu Lys Glu Gly Thr Pro Gly Ser Val Glu Ser Thr Leu Thr Leu Thr 
180 185 190 

Pro Phe Ser His Asp Asp Gly Ala Thr Phe Val Cys Arg Ala Arg Ser 
195 200 205 

Gin Ala Leu Pro Thr Gly Arg Asp Thr Ala lie Thr Leu Ser Leu Gin 
210 215 220 

Tyr Pro Pro Glu Val Thr Leu Ser Ala Ser Pro His Thr Val Gin Glu 
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225 230 235 240 

Gly Glu Lys Yal He Phe Leu Cys Gin Ala Thr Ala Gin Pro Pro Val 
245 250 255 

Thr Gly Tyr Arg Trp Ala Lys Gly Gly Ser Pro Val Leu Gly Ala Arg 
260 265 270 

Gly Pro Arg Leu Glu Val Val Ala Asp Ala Ser Phe Leu Thr Glu Pro 

275 280 285 

Val Ser Cys Glu Val Ser Asn Ala Val Gly Ser Ala Asn Arg Ser Thr 
290 295 300 

Ala Leu Asp Val Leu Phe Gly Pro He Leu Gin Ala Lys Pro Glu Pro 

305 310 315 320 

Val Ser Val Asp Val Gly Glu Asp Ala Ser Phe Ser Cys Ala Trp Arg 

325 330 335 

Gly Asn Pro Leu Pro Arg Val Thr Trp Thr Arg Arg Gly Gly Ala Gin 
340 345 350 



Yal Leu Gly Ser Gly Ala Thr Leu Arg Leu Pro Ser Val Gly Pro Glu 
355 360 365 
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Asp Ala Gly Asp Tyr Val Cys Arg Ala Glu Ala Gly Leu Ser Gly Leu 
370 375 380 

Arg Gly Gly Ala Ala Glu Ala Arg Leu Thr Val Asn Ala Pro Pro Val 
385 390 395 400 

Val Thr Ala Leu His Ser Ala Pro Ala Phe Leu Arg Gly Pro Ala Arg 
405 410 415 

Leu Gin Cys Leu Val Phe Ala Ser Pro Ala Pro Asp Ala Val Val Trp 
420 425 430 

Ser Trp Asp Glu Gly Phe Leu Glu Ala Gly Ser Gin Gly Arg Phe Leu 
435 440 445 

Val Glu Thr Phe Pro Ala Pro Glu Ser Arg Gly Gly Leu Gly Pro Gly 
450 455 460 

Leu He Ser Val Leu His He Ser Gly Thr Gin Glu Ser Asp Phe Ser 
465 470 475 480 

Arg Ser Phe Asn Cys Ser Ala Arg Asn Arg Leu Gly Glu Gly Gly Ala 
485 490 495 

Gin Ala Ser Leu Gly Arg Arg Asp Leu Leu Pro Thr Val Arg He Val 
500 505 510 
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Ala Gly Val Ala Ala Ala Thr Thr Thr Leu Leu Met Val He Thr Gly 
515 520 525 

Val Ala Leu Cys Cys Trp Arg His Ser Lys Ala Ser Ala Ser Phe Ser 
530 535 540 

Glu Gin Lys Asn Leu Met Arg He Pro Gly Ser Ser Asp Gly Ser Ser 
545 550 555 560 

Ser Arg Gly Pro Glu Glu Glu Glu Thr Gly Ser Arg Glu Asp Arg Gly 
565 570 575 

Pro He Val His Thr Asp His Ser Asp Leu Val Leu Glu Glu Lys Gly 
580 585 590 

Thr Leu Glu Thr Lys Asp Pro Thr Asn Gly Tyr Tyr Lys Val Arg Gly 
595 600 605 

Val Ser Val Ser Leu Ser Leu Gly Glu Ala Pro Gly Gly Gly Leu Phe 
610 615 620 

Leu Pro Pro Pro Ser Pro Leu Gly Pro Pro Gly Thr Pro Thr Phe Tyr 
625 630 635 640 

Asp Phe Asn Pro His Leu Gly Met Val Pro Pro Cys Arg Leu Tyr Arg 
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645 650 655 

Ala Arg Ala Gly Tyr Leu Thr Thr Pro His Pro Arg Ala Phe Thr Ser 
660 665 670 

Tyr He Lys Pro Thr Ser Phe Gly Pro Pro Asp Leu Ala Pro Gly Thr 

675 680 685 

Pro Pro Phe Pro Tyr Ala Ala Phe Pro Thr Pro Ser His Pro Arg Leu 

690 695 700 

Gin Thr His Val 
705 

<210> 7 
<211> 2976 
<212> DNA 
<213> Homo sapiens 

<400> 7 

gggaactggc aggcgtttca gagcgtcaga ggctgcggat gagcagactt ggaggactcc 60 
aggccagaga ctaggctggg cgaagagtcg agcgtgaagg gggctccggg ccagggtgac 120 
aggaggcgtg cttgagagga agaagttgac gggaaggcca gtgcgacggc aaatctcgtg 180 
aaccttgggg gacgaatgct caggatgcgg gtccccgccc tcctcgtcct cctcttctgc 240 
ttcagaggga gagcaggccc gtcgccccat ttcctgcaac agccagagga cctggtggtg 300 
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ctgctggggg aggaagcccg gctgccgtgt gctctgggcg cctactgggg gctagttcag 360 
tggactaaga gtgggctggc cctagggggc caaagggacc taccagggtg gtcccggtac 420 
tggatatcag ggaatgcagc caatggccag catgacctcc acattaggcc cgtggagcta 480 
gaggatgaag catcatatga atgtcaggct acacaagcag gcctccgctc cagaccagcc 540 
caactgcacg tgctggtccc cccagaagcc ccccaggtgc tgggcggccc ctctgtgtct 600 
ctggttgctg gagttcctgc gaacctgaca tgtcggagcc gtggggatgc ccgccctgcc 660 
cctgaattgc tgtggttccg agatggggtc ctgttggatg gagccacctt ccatcagacc 720 
ctgctgaagg aagggacccc tgggtcagtg gagagcacct taaccctgac cccctttcag 780 
ccatgatgat ggagccacct ttgtctgccg ggcccggagc caggccctgc ccacaggaag 840 
agacacagct atcacactga gcctgcagta ccccccagag gtgactctgt ctgcttcgcc 900 
acacactgtg caggagggag agaaggtcat tttcctgtgc caggccacag cccagcctcc 960 
tgtcacaggc tacaggtggg caaaaggggg ctctccggtg ctcggggccc gcgggccaag 1020 
gttagaggtc gtggcagacg cctcgttcct gactgagccc gtgtcctgcg aggtcagcaa 1080 
cgccgtgggt agcgccaacc gcagtactgc gctggatgtg ctgtttgggc cgattctgca 1140 
ggcaaagccg gagcccgtgt ccgtggacgt gggggaagac gcttccttca gctgcgcctg 1200 
gcgcgggaac ccgcttccac gggtaacctg gacccgccgc ggtggcgcgc aggtgctggg 1260 
ctctggagcc acactgcgtc ttccgtcggt ggggcccgag gacgcaggcg actatgtgtg 1320 
cagagctgag gctgggctat cgggcctgcg gggcggcgcc gcggaggctc ggctgactgt 1380 
gaacgctccc ccagtagtga ccgccctgca ctctgcgcct gccttcctga ggggccctgc 1440 
tcgcctccag tgtctggttt tcgcctctcc cgccccagat gccgtggtct ggtcttggga 1500 
tgagggcttc ctggaggcgg ggtcgcaggg ccggttcctg gtggagacat tccctgcccc 1560 
agagagccgc gggggactgg gtccgggcct gatctctgtg ctacacattt cggggaccca 1620 
ggagtctgac tttagcagga gctttaactg cagtgcccgg aaccggctgg gcgagggagg 1680 
tgcccaggcc agcctgggcc gtagagactt gctgcccact gtgcggatag tggccggagt 1740 
ggccgctgcc accacaactc tccttatggt catcactggg gtggccctct gctgctggcg 1800 
ccacagcaag gcctcagcct ctttctccga gcaaaagaac ctgatgcgaa tccctggcag 1860 
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cagcgacggc tccagttcac gaggtcctga agaagaggag acaggcagcc gcgaggaccg 1920 
gggccccatt gtgcacactg accacagtga tctggttctg gaggaggaag ggactctgga 1980 
gaccaaggac ccaaccaacg gttactacaa ggtccgagga gtcagtgtga gcctgagcct 2040 
tggcgaagcc cctggaggag gtctcttcct gccaccaccc tccccccttg ggcccccagg 2100 
gacccctacc ttctatgact tcaacccaca cctgggcatg gtccccccct gcagacttta 2160 
cagagccagg gcaggctatc tcaccacacc ccaccctcga gctttcacca gctacatcaa 2220 
acccacatcc tttgggcccc cagatctggc ccccgggact ccccccttcc catatgctgc 2280 
cttccccaca cctagccacc cgcgtctcca gactcacgtg tgacatcttt ccaatggaag 2340 
agtcctggga tctccaactt gccatcctgg attgttctga tttctgagga gccaggacaa 2400 
gttggcgacc ttactcctcc aaaactgaac acaaggggag ggaaagatca ttacatttgt 2460 
caggagcatt tgtatacagt cagctcagcc aaaggagatg ccccaagtgg gagcaacatg 2520 
gccacccaat atgcccacct attccccggt gtaaaagaga ttcaagatgg caggtaggcc 2580 
ctttgaggag agatggggac agggcagtgg gtgttgggag tttggggccg ggatggaagt 2640 
tgtttctagc cactgaaaga agatatttca agatgaccat ctgcattgag aggaaaggta 2700 
gcataggata gatgaagatg aagagcatac caggccccac cctggctctc cctgagggga 2760 
actttgctcg gccaatggaa atgcagccaa gatggccata tactccctag gaacccaaga 2820 
tggccaccat cttgatttta ctttccttaa agacacagaa agacttggac ccaaggagtg 2880 
gggatacagt gagaattacc actgttgggg caaaatattg ggataaaaat atttatgttt 2940 
aataataaaa aaaagtcaaa aaaaaaaaaa aaaaaa 2976 

<210> 8 
<211> 196 

<212> PRT 

<213> Homo sapiens 
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<400> 8 

Met Leu Arg Met Arg Val Pro Ala Leu Leu Val Leu Leu Phe Cys Phe 
15 10 15 



Arg Gly Arg Ala Gly Pro Ser Pro His Phe Leu Gin Gin Pro Glu Asp 
20 25 30 



Leu Val Val Leu Leu Gly Glu Glu Ala Arg Leu Pro Cys Ala Leu Gly 
35 40 45 

Ala Tyr Trp Gly Leu Val Gin Trp Thr Lys Ser Gly Leu Ala Leu Gly 
50 55 60 



Gly Gin Arg Asp Leu Pro Gly Trp Ser Arg Tyr Trp He Ser Gly Asn 
65 70 75 80 

Ala Ala Asn Gly Gin His Asp Leu His He Arg Pro Val Glu Leu Glu 

85 90 95 

Asp Glu Ala Ser Tyr Glu Cys Gin Ala Thr Gin Ala Gly Leu Arg Ser 
100 105 110 

Arg Pro Ala Gin Leu His Val Leu Val Pro Pro Glu Ala Pro Gin Val 
115 120 125 

Leu Gly Gly Pro Ser Val Ser Leu Val Ala Gly Val Pro Ala Asn Leu 
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130 135 140 

Thr Cys Arg Ser Arg Gly Asp Ala Arg Pro Ala Pro Glu Leu Leu Trp 
145 150 155 160 

Phe Arg Asp Gly Val Leu Leu Asp Gly Ala Thr Phe His Gin Thr Leu 
165 170 175 

Leu Lys Glu Gly Thr Pro Gly Ser Val Glu Ser Thr Leu Thr Leu Thr 
180 185 190 

Pro Phe Gin Pro 
195 



<210> 9 
<211> 1532 
<212> DM 
<213> Homo sapiens 

<400> 9 

cccagagacc caggccgcgg aactggcagg cgtttcagag cgtcagaggc tgcggatgag 60 
cagacttgga ggactccagg ccagagacta ggctgggcga agagtcgagc gtgaaggggg 120 
ctccgggcca gggtgacagg aggcgtgctt gagaggaaga agttgacggg aaggccagtg 180 
cgacggcaaa tctcgtgaac cttgggggac gaatgctcag gatgcgggtc cccgccctcc 240 
tcgtcctcct cttctgcttc agagggagag caggcccgtc gccccatttc ctgcaacagc 300 
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cagaggacct ggtggtgctg ctgggcgagg gaggtgccca ggccagcctg ggccgtagag 360 
cctcagcctc tttctccgag caaaagaacc tgatgcgaat ccctggcagc agcgacggct 420 
ccagttcacg aggtcctgaa gaagaggaga caggcagccg cgaggaccgg ggccccattg 480 
tgcacactga ccacagtgat ctggttctgg aggaggaagg gactctggag accaaggacc 540 
caaccaacgg ttactacaag gtccgaggag tcagtgtgag cctgagcctt ggcgaagccc 600 
ctggaggagg tctcttcctg ccaccaccct ccccccttgg gcccccaggg acccctacct 660 
tctatgactt caacccacac ctgggcatgg tccccccctg cagactttac agagccaggg 720 
caggctctct caccacaccc caccctcgag ctttcaccag ctacatcaaa cccacatcct 780 
ttgggccccc agatctggcc cccgggactc cccccttccc atatgctgcc ttccccacac 840 
ctagccaccc gcgtctccag actcacgtgt gacatctttc caatggaaga gtcctgggat 900 
ctccaacttg ccataatgga ttgttctgat ttctgaggag ccaggacaag ttggcgacct 960 
tactcctcca aaactgaaca caaggggagg gaaagatcat tacatttgtc aggagcattt 1020 
gtatacagtc agctcagcca aaggagatgc cccaagtggg agcaacatgg ccacccaata 1080 
tgcccaccta ttccccggtg taaaagagat tcaagatggc aggtaggccc tttgaggaga 1140 
gatggggaca gggcagtggg tgttgggagt ttggggccgg gatggaagtt gtttctagcc 1200 
actgaaagaa gatatttcaa gatgaccatc tgcattgaga ggaaaggtag cataggatag 1260 
atgaagatga agagcatacc aggccccacc ctggctctcc ctgaggggaa ctttgctcgg 1320 
ccaatggaaa tgcagccaag atggccatat actccctagg aacccaagat ggccaccatc 1380 
ttgattttac tttccttaaa gactcagaaa gacttggacc caaggagtgg ggatacagtg 1440 
agaattacca ctgttggggc aaaatattgg gataaaaata tttatgttta ataataaaaa 1500 
aaagtcaaag aggcaaaaaa aaaaaaaaaa aa 1532 

<210> 10 
<211> 219 
<212> PRT 
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<213> Homo sapiens 
<400> 10 

Met Leu Arg Met Arg Val Pro Ala Leu Leu Val Leu Leu Phe Cys Phe 
15 10 15 

Arg Gly Arg Ala Gly Pro Ser Pro His Phe Leu Gin Gin Pro Glu Asp 
20 25 30 

Leu Val Val Leu Leu Gly Glu Gly Gly Ala Gin Ala Ser Leu Gly Arg 
35 40 45 

Arg Ala Ser Ala Ser Phe Ser Glu Gin Lys Asn Leu Met Arg He Pro 
50 55 60 

Gly Ser Ser Asp Gly Ser Ser Ser Arg Gly Pro Glu Glu Glu Glu Thr 
65 70 75 80 

Gly Ser Arg Glu Asp Arg Gly Pro He Val His Thr Asp His Ser Asp 
85 90 95 

Leu Val Leu Glu Glu Glu Gly Thr Leu Glu Thr Lys Asp Pro Thr Asn 
100 105 110 



Gly Tyr Tyr Lys Val Arg Gly Val Ser Val Ser Leu Ser Leu Gly Glu 
115 120 125 
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Ala Pro Gly Gly Gly Leu Phe Leu Pro Pro Pro Ser Pro Leu Gly Pro 
130 135 140 

Pro Gly Thr Pro Thr Phe Tyr Asp Phe Asn Pro His Leu Gly Met Yal 
145 150 155 160 

Pro Pro Cys Arg Leu Tyr Arg Ala Arg Ala Gly Tyr Leu Thr Thr Pro 
165 170 175 

His Pro Arg Ala Phe Thr Ser Tyr He Lys Pro Thr Ser Phe Gly Pro 
180 185 190 

Pro Asp Leu Ala Pro Gly Thr Pro Pro Phe Pro Tyr Ala Ala Phe Pro 
195 200 205 

Thr Pro Ser His Pro Arg Leu Gin Thr His Val 
210 215 



<210> 11 
<211> 26 
<212> DNA 

<213> Artificial Sequence 



<220> 
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<223> Description of Artificial Sequence: adapter for 
cDNA amplification 

<400> 11 

cagctccaca acctacatca ttccgt 

<210> 12 
<211> 12 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: adapter for 
cDNA amplification 

<400> 12 

acggaatgat gt 

<210> 13 
<211> 26 
<212> DNA 

<213> Artificial Sequence 



<220> 
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<223> Description of Artificial Sequence: adapter for 
cDNA amplification 

<400> 13 

gtccatcttc tctctgagac tctggt 

<210> 14 
<211> 12 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: adapter for 
cDNA amplification 

<400> 14 
accagagtct ca 

<210> 15 
<211> 26 
<212> DNA 

<213> Artificial Sequence 



<220> 
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<223> Description of Artificial Sequence: adapter for 
cDNA amplification 

<400> 15 

ctgatgggtg tcttctgtga gtgtgt 

<210> 16 
<211> 12 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: adapter for 
cDNA amplification 

<400> 16 
acacactcac ag 

<210> 17 
<211> 26 
<212> DNA 

<213> Artificial Sequence 



<220> 
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<223> Description of Artificial Sequence: adapter for 
cDNA amplification 

<400> 17 

ccagcatcga gaatcagtgt gacagt 

<210> 18 
<211> 12 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence :adapter for 
cDNA amplification 

<400> 18 
actgtcacac tg 

<210> 19 
<211> 26 
<212> DNA 

<213> Artificial Sequence 



<220> 



wo 2004/038018 



PCT/JP2003/013420 



3 5/3 9 

<223> Description of Artificial Sequence: adapter for 
cDNA amplification 

<400> 19 

gtcgatgaac ttcgactgtc gatcgt 

<210> 20 
<211> 12 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: adapter for 
cDNA amplification 

<400> 20 
acgatcgaca gt 

<210> 21 
<211> 26 
<212> DNA 

<213> Artificial Sequence 



<220> 
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<223> Description of Artificial Sequence: primer for RACE 
metliod 

<400> 21 

ggctttacac tttatgcttc cggctc 

<210> 22 
<211> 26 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequenceiprimer for RACE 
method 

<400> 22 

cagctatgac catgattacg ccaagc 

<210> 23 
<211> 26 
<212> DNA 

<213> Artificial Sequence 



<220> 
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<223> Description of Artificial Sequence iprimer for RACE 
method 

<400> 23 

aggcgattaa gttgggtaac gccagg 26 

<210> 24 
<211> 26 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence:primer for RACE 
method 

<400> 24 

ccagtcacga cgttgtaaaa cgacgg 26 

<210> 25 
<211> 26 
<212> DNA 

<213> Artificial Sequence 



<220> 
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<223> Description of Artificial Sequence: primer for RACE 
method 

<400> 25 

cttcccgtat gctaccttgt ctccac 26 

<210> 26 
<211> 26 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: primer for RACE 
method 

<400> 26 

tccatctctc caagtgaagg gtcttg 26 

<210> 27 
<211> 26 
<212> DNA 

<213> Artificial Sequence 



<220> 
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<223> Description of Artificial Sequence: primer for RACE 
method 

<400> 27 

ccaacagtcc tgcatgcttg taatga 26 

<210> 28 
<211> 26 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence iprimer for RACE 
method 



<400> 28 

tccttcaatg ttcagttttg gagggg 



26 
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